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(57) Abstract: The present invention 
provides methods for analyzing exon 
expression profiles of a cell or type of 
cell. In the invention, the expression 
levels of a plurality of individual exons 
or multiexons for each of a plurality 
of genes in the genome of an organism 
are measured and analyzed to determine 
the biological state, such as the exon 
expression state or transcriptional state, 
of the cell or type of cell. The methods of 
the invention are useful for determination 
of alternative RNA splicing in a plurality 
of genes. The invention also provides 
nucleic acid probe arrays for determining 
in parallel the expression levels of a 
plurality of exons or multiexons for each 
of a plurality of genes in the genome of 
an organism. Such nucleic acid arrays 
comprise polynucleotide probes comple- 
mentary and hybridizable to sequences in 
individual exons or multiexons. Methods 
for designing and making such nucleic 
acid probe arrays are also provided. The 
invention further provides methods for 
determining the effects of perturbations, 
such as perturbations by drugs, on exon 
expression and alternative RNA splicing 
pathways. 
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COMPOSITIONS AND METHODS FOR EXON PROFILING 

This application claims priority to U.S. Patent Application Serial No. 09/724,538 
5 filed on November 28, 2000, which in turn claims benefit, xmder 35 U.S.C. § 1 19(e), of U.S. 
Provisional Patent Application No. 60/227,902 filed on August 25, 2000, and of U.S. 
Provisional Patent Application No. 60/227,966 filed on August 25, 2000, all of which are 
mcorporated herein by reference in their entireties. 

10 1. FIELD OF THE INVENTION 

The present invention relates to methods for analyzing exon expression profiles of a 
cell or type of cell. The invention also relates to nucleic acid probe arrays for determining 
in parallel the expression levels of a plurality of exons or multiexons for each of a plurality 
of genes in the genome of an organism and methods for designing and making such nucleic 

1 J acid probe arrays. The invention further relates to methods for determining the effects of 
perturbations, such as perturbations by drugs, on exon expression and alternative RNA 
splicing pathways. 

2. BACKGROUND OF THE INVENTION 

20 Most prokaryotic genes are encoded by continuous DNA sequences that are not 

. interrupted by introns. In contrast, most genes in higher eukaryotes are interrupted, i.e., 
protein coding sequences, the exons, are separated by noncoding, often much longer, 
sequences, the introns. For example, a typical mammalian gene has a size of about 16kb 
with about 7-8 exons, whereas a typical mRNA has a size of only about 2.2kb (Lewin, 

25 Genes V, Oxford University Press, Oxford, 1994), Protein production firom such an 
interrupted gene involves the transcription of the entire length of such gene, including all 
exons and introns, into a primary transcript or pre-mRNA and the subsequent removal of 
the intron sequences by RNA splicing to produce a mature mRNA that encodes the protein. 
In addition to alternatively spliced mRNAs derived fix>m different combinations of 

20 Mons, a number of other mechamsins may also lead to varied inRNA structures. For 
example, different 5* termini may be present because of multiple promoter elements. 
Similarly, alternative 3' processing may result in variable sites of polyA addition.* Methods 
that can be used for detecting alternative exon splicing can also be applied for detecting 
these alternative mRNAs except that sequence rules for these mechanisms rather than 

25 sequence rules for splice jimction sequences are used. Certain RNA editing processes could 
depress the hybridization signal fi"om a genomic regioiL In addition, RNA trans-splicing 
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events may join sequences encoded from unlinked genomic regions into an RNA or 
duplicate genomic sequences to produce enhanced signals (see e.g., CaudeviUa et al, 1998, 
Proa Natl Acad. Set U.SA, P5:12185-12190). Therefore, in eukaryotes the sequences of 
mRNAs do not correspond directly to genomic sequences of the genes. 

The interrupted gene structure in eukaryotes offers an important mechanism for 
generating multiple proteins from a single gene. For example, a pre-mRNA can be spliced 
in different ways in a process called alternative splicing thereby allowing production of 
different protein isoforms with different functions from a single gene. Altemative splicing 
thus permits fine modulation of gene expression so that proteins can be expressed in the 
proper spatiotemporal context (Reyes, et al., 1991, Molecular and Cellular Biology 
1 1:1654-1661). It is estimated that more than 35% of human mRNAs contain possible 
altemative splice foims (Mironov et al., 1999, Genome Research 9:1288-1293; Brett et al., 
2000, FEBS Lett. 474:83-86). Alternative splicing has also been implicated in various 
diseases, including various cancers. For example, alternative splicing of the pre-mRNA 
encoding CD44 has been suggested as being important in a number of human cancers 
(Stickeler, et al., 1999, Oncogen 18:3574-3582). 

Nuclear RNA splicing reaction, i.e., the excision of introns and ligation of exons, 
requires a complex nuclear machinery, the spliceosome, which is formed by a large number 
of splicmg factors, including various proteins and ribonucleoproteins. Any variation in the 
relative levels of such splicing factors may a£fect gene expression through altemative 
splicing pathways. For example, it is found that overexpression of antagonistic splicing 
factors SF2/ASF afifects altemative splicing in vzvo (Caceres, et al., 1994, Science 
265:1706-1709). 

It is therefore of both fundamental and practical importance to monitor the 
expression profiles of exons, i.e., the expression levels of a plurality of exons in a plurality 
of genes in the genome of an organism, in cell samples, preferably on a genomic scale. On 
the fimdamental side, this would offer an important means to link genomic sequence to 
protein production, and therefore phenotype. On the practical side, such exon expression 
profiles may be used to determined the transcriptional state of a cell or cell type. An exon 
expression profile and its correlation with the expression pattern of different mRNA 
transcripts may also be used to determine the response of a cell or cell type to external 
perturbations on the exon level. Therefore, there exists a need for methods for 
simultaneously monitoring the expression of exons of genes in a cell or a cell type. There 
also exists a need for methods for monitoring on flie exon level the response of a cell or cell 
type to external perturbations. 
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Current methods for analysis of the expression of exons in a gene are tedious and 
labor-intensive. These methods, such as methods using Northern blotting and DNA 
sequencing, can only be applied to one single gene at a time. They are therefore not 
suitable for analysis of the expression of exons in a plurality of genes in a cell sample. 

DNA array technologies have made it possible to monitor the expression level of a 
large number of genetic transcripts at any one time (see, e.g., Schena et al, 1995, Science 
270:467-470; Lockhart et aL, 1996, Nature Biotechnology 7^:1675-1680; Blanchard et al, 
1996, Nature Biotechnology 14\\649\ Ashby et a/., U.S. Patent No. 5,569,588, issued 
October 29, 1996). Of the two main formats of DNA arrays, spotted cDNA arrays are 
prepared by depositing PGR products of cDNA fragments with sizes ranging from about 0.6 
to 2.4kb, from full length cDNAs, ESTs, etc., onto a suitable surface (see, e.g., DeRisi et 
aL, 1996, Nature Genetics 7^:457-460; Shalon etal, 1996, Genome Res. 5:689-645; 
Schena et aL, 1995, Proc. NatL Acad, ScL U.S.A. P3: 10539-1 1286; and Duggan et al. 
Nature Genetics Supplement 27:10-14). Altematively, high-density ohgonucleotide arrays 
containing thousands of oligonucleotides complementary to defined sequences, at defined 
locations on a surface are synthesized in situ on the surface by, for example, 
photolithographic techniques (see, e.g., Fodor et aL, 1991, Science 257:767-773; Pease et 
aL, 1994, Proc. NatL Acad. ScL U.S.A. P7:5022-5026; Lockhart et aL, 1996, Nature 
Biotechnology 14:1675; McGall et al., 1996, Proc. NatL Acad. Sci. U.S.A. Pi:13555-13560; 
U.S. Patent Nos. 5,578,832; 5,556,752; 5,510,270; and 6,040,138). Methods for generating 
arrays using inkjet technology for in situ oligonucleotide synthesis are also known in the art 
(see, e.g., Blanchard, Intemational Patent Publication WO 98/41531, published September 
24, 1998; Blmohsxdet aL, 1996, Biosensors and Bioelectronics 11 :6S7-690; Blanchard, 
1998, in Synthetic DNA Arrays in Genetic Engineering, Vol. 20, J.K. Setlow, Ed., Plenum 
Press, New York at pages 1 1 1-123). Efforts to fiirther increase the information capacity of 
DNA arrays range from fiirther reducing feature size on DNA arrays so as to fiirther 
increase the number of probes in a given surface area to sensitivity- and specificity-based 
probe design and selection aimed at reducing the number of redundant probes needed for 
the detection of each target nucleic acid thereby increasing the number of target nucleic 
acids monitored without increasing probe density (see, e.g.. Friend et al., U.S. Patent 
AppUcation Serial No. 09/364,751, filed on July 30, 1999; and Friend et al., U.S. Patent 
Application Serial No. 09/561,487, filed on April 28, 2000). 

By simultaneously monitoring tens of thousands of genes, DNA array technologies 
have allowed, inter alia, genome-wide analysis of mKNA expression in a cell or a cell type 
or any biological sample. Aided by sophisticated data management and analysis 
methodologies, the transcriptional state of a cell or cell type as well as changes of the 
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transcriptional state in response to external perturbations, including but not limited to drug 
perturbations, can be characterized on the mKNA level (see, Stoughton et al., 
International Publication No. WO 00/39336, published July 6, 2000; Friend et al.. 
International Publication No. WO 00/24936, published May 4, 2000). Applications of such 
technologies include, for example, identification of genes which are up regulated or down 
regulated in various physiological states, particularly diseased states. Additional exemplary 
uses for DNA arrays include the analyses of members of signaling pathways, and the 
identification of targets for various drugs. See, e.g., Friend and Hartwell, International 
Publication No. WO 98/38329 (pubUshed September 3, 1998); Stoughton, hitemational 
Publication No. WO 99/66067 (pubUshed December 23, 1999); Stoughton and Friend, 
International Pubhcation No. WO 99/58708 (published November 18, 1999); Friend and 
Stoughton, International Publication No. WO 99/59037 (published November 18, 1999); 
Friend et al., U.S. Patent Application Serial No, 09/334,328 (filed on June 16, 1999). 

However, current DNA array technologies typically monitor the 3* ends of mRNA 
molecules in a cell, rather tiian the expression levels of individual exons that make up the 
mRNAs, For example, probes used in cDNA arrays typically range in sizes from about 0.6 
to 2.4kb (Duggan et al., Nature Genetics Supplement 27:10-14), and are generally 
complementary to the 3' ends of the mKNA molecules. Probes used in cDNA arrays are 
biased to the 3' end because labeling methods typically rely on d(T) primed reverse 
transcription. Expression analysis using high density oligonucleotide arrays has been 
described that requires scoring and averaging of as many as 20 oligonucleotide probes on an 
array, chosen from various locations of the coding sequence of a gene, to determine the 
transcript level of the corresponding mRNA (see, e.g., Lockhart et al, 1996, Nature 
Biotechnology 14:\675; U.S. Patent Nos. 5,578,832; 5,556,752; 5,510,270; and 6,040,138; 
Lipshutz et al., 1999, Nature Genetics Supplement 2i :20-24). Again, these probes are 
placed near the 3' ends of mRNA molecules and the probe intensities are averaged to a 
single value, and thus does not provide information of the expression of individual exons 
across the genes. In addition, it has been found that the majority of splicing events occurr in 
5' untranslated regions, which leads to the generation of additional protein domains rather 
than alternating domains (Mironov et al., 1999, Genome Research 9:1288-1293). It has also 
been found that alternative exon-intron structures, i.e., with different end points, exist in 
many exons, which leads to expressed exons of different lengths (Mironov et al., 1999, 
Genome Research 9:1288-1293). Thus, there exists a need to design DNA arrays that 
measure the expression levels and the lengths of a plurality of exons for each of a plurality 
of genes in the genome of an organism. There exists a need for methods for quantitatively 
monitoring alternative splicing on a genome-wide scale. 
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Discussion or citation of a reference herein shall not be construed as an admission 
that such reference is prior art to the present invention. 

3. SUMMARY OF THE INVENTIQN 
The invention relates to compositions and methods for measurement and analysis of 

^ the exon expression profile of a cell or type of cell. The invention provides exon profiling 
arrays for measurement of the expression levels of a plurality of exons in each of a plurality 
of genes in the genome of an organism. The invention also provides methods, including 
data analysis algorithms, for representing and analyzing the state of a cell or cell sample 
and/or the response of a cell or cell sample to perturbations using exon expression profiles 
comprising measured expression levels of a plurality of exons for each of a plurality of 
genes. The compositions and methods of the invention can be used for the determination of 
alternative RNA splicing for a plurality of genes m the genome of an organism. 

The invention relates to methods for analyzing the exon expression profile, or the 
exon expression state, of a cell or type of cell. In the present invention, an exon expression 

^ ^ profile comprising a collection of measurements of tiie expression levels of a plurality of 
different exons or multiexons of each of a plurality of genes in the graome of a cell or type 
of cell is determined by measuring the expression levels of different individual exons or 
multiexons. As used herein, a multiexon refers to a nucleotide sequence spanning 2 or more 
neighboring exons that are a portion of the total exons present in an mRNA transcript for 
the corresponding gene. To determine an exon expression state, the measured expression 
level of each exon or multiexon within a gene is not averaged but is maintained as an 
individual measured value. This permits analysis of the expression of a cell sample on the 
exon level and is particularly useful in determining the expression of genes in which 
alternative RNA splicing forms containing shared exons or multiexons are analyzed. 
However, if desired, the measured expression levels of exons or multiexons can be averaged 
to determined the expression level of the corresponding mRNA. In one embodiment of the 
invention, the expression levels of at least 3 different exons or multiexons are measured for 
each gene. In another embodiment, the expression levels of at least 5 different exons or 
multiexons are measured for each gene. In still another embodiment, the expression levels 
of at least 2 different individual exons are measured for each gene. In preferred 
embodunents of the invention, the expression levels of all individual exons or multiexons in 
each of a plurality of genes are measured. In preferred embodiments of the invention, exon 
expression levels for at least 100, 1,000, or 10,000 different genes in the genome of the 
organism firom which the cell sample is derived are measured to determine the exon 

35 

expression profile of the cell sample. 
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The measured exon ejqpression profile of a cell sample can be used as a ' 
representation of the biological state of the cell sample. Thus, flie invention provides 
methods to represent the biological state of a cell sample by its exon expression state. Such 
exon expression state comprises measurements of the expression levels of a plurality of 
exons of a plurality of genes in the genome of an organism from which the cell sample is 
derived. In some embodiments, a cell sample is characterized by the collection of 
measurements of the identity (e.g., sequence, location in the genome, and/or length of the 
exon) and abundance (expression level) of individual exons or multiexons for each of a 
plurality of genes in a subset of genes in the cell sample, such as genes in one or more 
chromosomes. Thus, in some embodiments, the collection of measurements of the 
expression levels of individual exons or multiexons for each of a plurality of genes in a 
chromosome is used to identify the exon expression state of the chromosome. 

In some embodiments, the measured exon expression profile is measured when a 
cell sample is under one or more perturbations, and, thus, represents the exon expression 
state of the cell sample under such one or more perturbations. In other embodiments, the 
exon expression state of a cell sample under one or more perturbation is determined and 
compared with the exon expression state of another cell sample of the same type such that 
the effects of the perturbations on the exon expression state of the type of cell sample can be 
determined. 

The invention also relates to methods for determining the presence or absence of 
alternative spliced mRNA forms for each of a plurality of genes in a cell sample. In one 
embodiment, the expression levels of a set of exons or multiexons that are suffici^t to 
determine alternative splicing pathways for each of aplurality of genes in the genome of an 
organism are detected or measured. The expression levels and lengths of different exons or 
multiexons in each such set are then used to determine the presence and relative abundance 
of an alternative spUce mRNA form. In some embodiments, alternative splicing pathways 
are determined for 5 to 10 genes, preferably 10 to 100 genes, more preferably 100 to 1,000 
genes, even more preferably 1,000 to 10,000 genes, most preferably more than 10,000 genes 
in the genome of the organism. The organism can be an animal, such as a human, a plant, 
such as rice, wheat, beans, and tobacco, or a fungus. 

The invention also provides methods for detecting alternative splicing between two 
cell samples of a species of an organism. In one embodiment, the expression levels of a 
plurality of individual exons or multiexons in each of a plurality of different genes are 
detected or measured separately in a first and a second cell sample. The detected or 
measured expression level of each exon or multiexon in the first and second cell samples is 
then conq)ared to determine alternative splicing in the first and second cell samplp. 
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Preferably the expression levels of at least 3 exons or multiexons, more preferably at least 5 
exons or multiexons, most preferably all exons, in each of the plurality of genes are 
measured. 

The invention also relates to methods for determining the relative levels of 
expression of individual exons in each of a plurality of genes in the genome of an organism. 
In one embodiment, the expression levels of at least a first exon and a second exon in each 
of the genes are measured. The expression levels of the first and second exon are then 
compared to determine the relative level of expression of the exons. In some embodiments, 
the relative expression levels of exons in at least 100 genes, at least 1,000 genes, or at least 
10,000 genes are determined. Methods for determining the relative expression levels of 
more than two exons in each of a pluraUty of genes are also provided. 

The invention also provides methods for analyzing the transcriptional state of a cell 
sample on an exon level. In one embodiment, the expression level of each of a plurality of 
exons expressed by the cell sample is detected or measured to determine the structure and 
abundance of different mRNAs, Preferably, the expression levels of at least 10, 100, 1,000, 
10,000, or 50,000 different mRNA transcripts are measxured. 

The invention also provides methods for determining the effect of one or more 
perturbations on RNA splicing pathways in each of a plurality of genes in tilie genome of an 
organism. In one embodiment, the expression levels of a plurality of individual exons or 
multiexons in a first cell sample subjected to one or more perturbations are measured. The 
measured expression levels are then compared with the expression levels of the plurality of 
individual exons or multiexons in a second cell sample not subjected to the perturbatioi^s to 
determine the effects of the perturbations on alternative splicing pafliways. Preferably, the 
expression levels of at least 2, 3, 5, or all of the exons in each of at least 10, 100, 1,000, 
10,000, 50,000, or 100,000 different genes, or of all or the majority of genes in the genome 
of an organism, are measured. 

The exon expression levels are preferably determined in the present invention by 
measuring the hybridization between RNAs or nucleic acids derived therefirom fi-om a cell 
sample using a positionally-addressable exon profiling array comprising polynucleotide 
probes. The exon profiling array comprises a plurality of polynucleotide probes of different 
nucleotide sequences bound to different regions of a support, each of such different 
nucleotide sequences comprising a sequence complementary and hybridizable to a sequence 
m a different exon or multiexon of the cell sample. The expression levels of exons or 
multiexons are measured by contacting such exon profiling array with the KNAs or nucleic 
acids derived therefirom fi'om the cell sample. In a preferred embodiment of the invention, 
the probes used to measure expression levels of exons or multiexons are selected such that 
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the measured expression levels reveal one or more distinguishing structural characteristics 
of one or more expressed exon variants. 

The invention relates to arrays of polynucleotide probes for measiiring the 
expression levels and lengths of exons or multiexons. The arrays can comprise both exon 
specific probes and junction specific probes. The arrays can also comprise sets of probes 
for determining expressed exon variants. Such sets of probes can be sets of successive 
overlapping probes tiled along the longest exon variant. These types of probes are useful 
for determining the lengths of exons, especially on the 5* and 3* ends of transcripts. Such 
sets of probes can also comprise exon specific probes specifically hybridizable to common 
sequences among a plurality of variants of an exon and junction specific probes specifically 
hybridizable to different junction regions in different variants of the exon. In preferred 
embodiments of the invention, the exon profiling array comprises probes for measuring at 
least 2 different exons or multiexons for each of the genes of interests. In a preferred 
embodiment, the exon profiling array comprises probes for measuring at least 1000 
different genes. The exon profiling array can preferably consist of at least 100, 1,000, 
10,000, 50,000, 100,000, 1,000,000, or 10,000,000 different probes. The exon profiling 
array can have 100 to 1,000, 1,000 to 10,000, 10,000 to 50,000, or more than 50,000 
different probes per 1 cm^. The probes of the exon profiling array preferably consist of 
nucleotide sequences of no more than 1,000 nucleotides. In some embodiments, the probes 
of the exon profiling array consists of nucleotide sequence of 10 to 1,000 nucleotides. 
Preferably, the probes of the exon profiling array consists of nucleotide sequence of 15 to 
600, 15 to 200, or 20 to 100 nucleotides. More preferably, the probes of the exon profiling 
array consists of nucleotide sequence of 40 to 80 nucleotides. Most preferably, the probes 
of the exon profiling array consist of nucleotide sequences of about 60 nucleotides. The 
array can comprise probes complementary and hybridizable to full length mdividual exons 
or multiexons. The array can comprise probes complementary and hybridizable to 
sequences that span the spUce junction between different exons. The lengths of exons can 
be determined by placing probes along the entire sequence of the longest possible mRNA 
isoform. Such probes can be placed in large steps, e.g., at steps of 50 or 100 nucleotides 
arranged in eithCT end to end or successively overlapping fashion. In some embodiments, a 
set of positionally-addressable arrays of polynucleotide probes, said set in total comprising 
for each of all known or predicted exons or multiexons in the genome of an organism at 
least one polynucleotide probe comprising a sequence complementary and hybridizable to a 
sequence in only one of said exons or multiexons is provided. 

The invention also relates to methods for prq)aring exon profiling arrays of the 
present invention. In one embodiment, the arrays of the present invention are prepared by 



-8- 



wo 02/16650 



PCT/USOl/26541 



synthesizing polynucleotide probes on a support In such an embodiment, polynucleotide 
probes are attached to the support covalently at either the 3' or the 5' end of the 
polynucleotide. In another embodiment, flie arrays of the present invention are prepared by 
depositing polynucleotide probes on a support. The invention also provides methods for 
selecting polynucleotide probes for preparation of an exon profiling array, comprising (a) 
selecting a plurality of different polynucleotide probes for each exon or multiexon of a 
plurality of exons or multiexons; (b) identifying polynucleotide probes in said plurality of 
different polynucleotide probes for each exon or multiexon of said plurality of exons or 
multiexons that hybridize to their respective target nucleic acid with a specificity above a 
threshold specificity level; (c) ranking the identified polynucleotide probes for each exon or 
multiexon of said plurality of exons or multiexons according to the sensitivity and 
specificity with which each identified polynucleotide probe hybridizes to its respective 
target nucleic acid; and (d) selecting one or more different polynucleotide probes fi-om the 
ranked polynucleotide probes for each exon or multiexon of said pluraUty of exons or 
multiexons. 

The invention also provides computer systems and computational methods for the 
implementation of the methods of the present invention. 



4. BRIEF DESCRIPTION OF FIGURES 
FIG. 1 schematically depicts the structure of some preferred probes used in exon 
profiling arrays for determining the identity and measuring the expression level of exons. 
101 exon 1; 102 exon 2; 103 exon 3 with 3 alternative splice junctions; 104 exon 4 with 3 
alternative splice junction; 105 exon specific probe; 106 junction specific probe; 107 probe 
set containing tiled probes for determining splice variants; 108 probe set containing both 
exon specific probe and junction specific probes for determining splice variants; 109 exon 
array; 110 binding sites (each solid circle indicates the position at which probes of particular 
sequence are situated). 



FIG. 2 depicts a scanned image of a genomic tiling array according to the present 
invention. The array contains 25,000 different 60-mer probes. The position of the Annexin 
Vn gene is shown on the array in the dashed white box along with an enlargement 202. 
Probes comprising control sequences (201) were synthesized along the perimeter of the 
array, and in diagonal stripes across the array. The first 60-mer firom the 5' end of the 
Annexin VII gene is located in the upper-right hand comer (203) of the enlargement 202, 
and the chosen probe sequences are tiled in overlappmg 3 bp steps across the array, ending 
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at the bottom-left hand comer (204) of the enlargement 202. 205 alternatively spiced 66 bp 
exon. 

FIG. 3 depicts the exon expression level of Amexin Vn gene from three cell 
samples: skeletal muscle (301), smooth muscle (302), and brain (303). The x-axis shows 
the position for each of the different 60mers and the y-axis shows the log intensity for 
hybridization to each of the probes. Signal from the 6*^ exon (position 495-561) is seen in 
skeletal muscle but is clearly missing from the smooth muscle. The data also show that the 
brain sample contains a mixture of the two isoforms, i.e. the long form containing the 6* 
exon and the short form missing the 6"" exon. 

FIGS. 4a-4b depict exon profiling of human chromosome 22. FIG. 4a depicts a 
scanned unage of the chromosome 22 exon array hybridized with labeled cDNA derived 
from RNA from a Jurkat cell line. The array contains 25,000 different 60-mer probes which 
represent 81 83 exons on chromosome 22. Probes comprising control sequences as 
described were synthesized along the perimeter of the array, and in diagonal stripes across 
the array. 401 is an enlarged view showing binding sites. FIG. 4b depicts using expression 
data from multiple conditions to validate exons and define gene boundaries on chromosome 
22. 402 A grayscale version of a pseudo color image showing log,o expression ratios 
(Red/Green) for each of the exons (x-axis) across ttie 69 fluor reversed experiments (y-axis). 
The 15,51 1 probes representing the 8,1 83 predicted exons are arranged in a linear fashion 
across the 33Mb of chromosome 22. The white lines indicate regions that were enlarged to 
show examples of specific genes. 403 Expanded region showing a known gene 
(SERPIhfDl, NM_ 000185). This example demonstrates how co-regulation across diverse 
experiments can be used to group exons into genes (the vertical white hues show the 
boxmdaries predicted by our gene finding algorithm). 404 Expanded region showing a set 
13 co-regulated exons from a known gene (G22P1, NM_001469). This example 
demonstrates the ability to detect false positives made by the Genscan prediction program. 
405 Expanded region representing an EVG (Expression Verified Gene) that collapses two 
Unigene EST clusters (HS.269963 and HS.14587) into a single transcript. 406 Expanded 
region showing an EVG containing six exons that are part of a novel transcript that is 
expressed in the testis (Arrows indicate the position of the two experiments involving testis 
RNA samples). 



FIG. 5 depicts graphical representations of the exon expression state of human 
chromosome 22 measured using the chromosome 22 exon array. Channel 1 illustrates the 
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exon expression of chromosome 22 in the Jurkat cell line; channel 2 illustrates the exon 
expression of chromosome 22 in the K562 cell line. 

FIG. 6 illustrates an exemplary embodiment of a computer system useful for 
implementing the methods of this invention. 

FIG. 7a-7b Whole hiunan genome exon scan for validating predicted exons. 7a A 
set of 50 1 X 3 inch oligonucleotide arrays (701) was used to experimentally test 442,785 
Genscan predicted exons as described in Methods. For each predicted exon, the best two 
60mer probes were selected resulting in the set of 1,090,408 probes which were distributed 
over 50 different arrays (approximately 25,000 60mer probes per array). The arrays were 
hybridized with Cy-3 or Cy-5 labelled mRNA from two human cell Unes (Raji and Colo). 
All experiments were performed in duplicate with a fluor reversal (100 arrays total). 7b The 
light bars show the total number of the predicted and confirmed exons across the human 
genome (listed by chromosome). The dark bars show the number of exons that Were 
experimentally verified under the two conditions that were tested. 702 shows array 
detection of exons fi-ora a known human gene (LCPl). 



5. DETAILED DESCRIPTION OF THE INVENTTQN 
The present invention provides methods for analyzing the exon expression profile, 
which represents the exon expression state, of a cell or type of cell. The exon expression 
profile is determining by measuring the expression levels of a plurality of exons or 
multiexons of each of a plurality of genes in the cell or type of cell. Preferably, in 
determining the exon expression profile, a distinguishing structural characteristic of one or 
more expressed exon variants is determiaed. The invention also provides methods for 
determining the transcriptional state (measurements of the identities and abimdances of 
individual mRNAs) of a cell or cell type using such exon expression profiles. In the present 
invention, the expression levels of exons or multiexons, i.e., the abundance (concentration 
or amount) of mKNA transcripts containing particular exons or multiexons of interest, for 
each of a plxwality of genes are measured and are used to determine the set or sets of exons 
or multiexons expressed by each gene. The invention also provides DNA arrays comprising 
polynucleotide probes for simultaneously measuring the expression levels of a plurality of 
exons or multiexons in a plurality of genes and methods for determining gene expression 
pattern &om such exon expression profiles. The invention fiirther provides methods for 
measuring on the exon level the response of a cell or cell type to external pertuibations or 
diJBferences in expression levels of exons or multiexons between different types of cells 
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(e.g,, cells from the same species or genus but of different tissue type or developmental 
. stage). 

5.1. BIOLOGICAL STATE AND BIOLOGICAL RESPONSE 
According to the invmtion, a particularly useful representation of the state of a 
biological sample is its exon expression state. The exon expression state is represented by a 
collection of measurements of the abundances of individual exons expressed in mRNAs in 
the cell or biological sample. The state of a biological sample can also optionally be 
represented according to the invention by its transcriptional state. The transcriptional state 
is represented by a collection of measurements of the abundances of individual mRNAs in 
the cell or biological sample. In many organisms, especially in higher eukaryotes, the 
identities and abundances of mRNAs are further determined by post-transcriptional 
processing of pre-mRNAs via RNA splicing. Due to alternative spUcing pathways, 
different mRNAs encoding functionally different proteui isoforms can be produced at same 
or different tissue location and/or developmental stage from a single gene. A "gene" is 
referred to this application as a portion of DNA that is transcribed by RNA polymerase. 
Thus, a gene may include a 5' untranslated region CUTR"), introns, exons and a 3* UTR. A 
gene can be a nuclear gene or an organelle gene, such as a mitochondrial or chloroplast 
gene. Exons are characterized by their sequences and positions in genes. Thus, two exons 
that differ by a single base-pair are considered different exons in this application. Two 

20 

exons of identical sequence but at different locations in the genome are also considered 
different exons. A more complete representation of the state of a cell or cell type fhus 
involves identifying for a plurahty of genes the compositions and abundances of different 
mRNAs encoded in each gene by determining the exon contents and the expression levels 
of individual exons. 

25 

In preferred embodiments of this invention, the exon structures of a plurality of 
genes are obtained or determined. DNA arrays comprising probes for the detection of these 
exons are designed and constructed. The expression levels of the exons for each of a 
plurahty ofgenes ma cell sample are then monitored using such DNA arrays. The 
expression profiles of exons can then be used to characterize the state, such as the exon 

30 

expression state, of the sample. 

Described in this section is a description of representations of biological states and 
biological responses in terms of genes and exons. Methods for determining the identities 
and abundances of mRNA transcripts from measured exon expression profiles are then 
provided. In subsequrat sections, methods for designing and making DNA arrays for exon 
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expression profiling and methods for determining exon expression profiles using DNA 
arrays are presented. 
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5.1.1. EXON EXPRESSION STATE 

As used herein, the term "cell sample" is broadly defined to include any cell, tissue, 
organ or multicellular organism. A cell sample can be derived, for example, from cell or 
tissue cultures in vitro. Alternatively, a cell sample can be derived from a living organism 
or from a population of single cell organisms. 

The state of a cell sample can be measured by the content, activities or structures of 
a collection of cellular constituents, which are sufficient to characterize the cell or organism 
for an intended purpose including, but not limited to characterizing the effects of a drug or 
other perturbation. 

In the present invention, the state of a cell sample can be its exon expression state 
which is characterized by the collection of measurements of the abundance (expression 
level) of individual exons or multiexons for each of a plurality of genes in the genome of an 
organism from which ttie cell sample is derived. Expression level, as used herein, refers to 
abundance, i.e., amount or concentration. In a preferred embodiment, the determination of 
exon expression state comprises the determination of a distinguishing structural 
characteristic of one or more (or at least 2, 5, 10, 50, 100, 500, 1,000, 10,000, 50,000, or 
100,000) different expressed variants of exons. As used herein, a variant of an exon refers 
to a particular splice form of the exon, e.g., a form of the exon generated using one of 
several possible 5' or 3* splice junctions. In some embodiments, the distinguishing 
structural characteristic (sujfficient to distinguish from other variants of the same exon) of 
variants of exons that is determined by exon profiling may be but is not limited to the 
nucleotide sequence, the length or the distance between its 3' and 5' end splice junctions, or 
the identities of alternative splice junctions. In a prefeixed embodiment, the length is used 
to determine the identity of the expressed variant of the exon. As used herein, a multiexon 
refers to a nucleotide sequence spanning 2 or more neighboring exons that are a portion of 
the total exons present in an mRNA transcript for the corresponding gene. In a specific 
embodiment, a multiexon contains at least one exon of less than 50 nucleotides. Preferably, 
a substantial firaction of all constituent RNA species in the cell sample are measured, but at 
least a sufficient fi:action is measured to characterize the biological state or the action of a 
drag or other perturbation of interest. Thus, an exon expression state of a cell sample is 
represented by a profile of some number of measured expression levels for a plurality of 
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exons or multiexons in a plurality of genes. Such a profile of exon expression levels can be 
represented by a vector P, 
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P =[p/(a,),...P;'^),.../r'^),...i^K«^)] (1) 



where P/^ (a^^ ) ( ^r, = 1»2,' ■ • ) is the expression level of the a^^ 'th variant of the r/th exon 

or multiexon of the fth gene. For example, it is believed that human genome contains 
about 500,000 to 1,000,000 exons for about 35,000 to 100,000 different genes. Thus, in one 
embodiment of the invention, P contains measured expression levels of such 500,000 to 
1,000,000 exons. 

In some embodiments, a cell sample is characterized by the collection of 
measurements of the identity and abundance (expression level) of individual exons or 
multiexons for each of a plurality of genes in a subset of genes in the genome of an 
organism from which the cell sample is derived. As non-limiting examples, the exon 
expression of all individual exons or multiexons for each of a pluraUty of genes in one or 
more chromosomes can be measured. Thus, in some embodiments, the collection of 
measurements of the expression levels of individual exons or multiexons for each of a 
plurality of genes in a chromosome is used to represent the exon expression state of the 
chromosome. 

La preferred embodiments, the expression levels are measured as continuous 
variables. For example, the expression levels are typically measured as number of, or the 
concentration of, one or more mRNA molecules that contain the exon measured. The 
expression levels may also be measxued as percentage of a control level, te,, the expression 
level of one or more control probes. However, in some other embodiments, the expression 
levels may be measured as categorical variables. For example, the expression levels may be 
measured as either "on" or ''off', where the value "on" indicates an expression level above a 
predetermined threshold and value "off' indicates an expression level below that threshold. 

5.1.2. TRANSCRIPTIONAL STATE 
The exon expression proiBle can be relied upon to characterize the biological state of 
a cell. Optionally, the measurements of exon expression can be used to determine the forms 
of mRNA transcripts that are expressed and their expression levels, to provide an indication 
of &e "transcriptional state" of the cell. The transcriptional state of a cell sample includes 
the identities and abundances of the constituent RNA species, especially mRNAs, in the cell 
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under a given set of conditions. The transcriptional state of the cell sample is detennined on 
the exon level according to the present invention, /.e., including the identities and 
arrangements of exons expressed in each of a plurality of genes, so that the different 
expression of these genes, including expressions that result in different protem isoforms via 
alternative RNA splicing pathways from the same gene, can be distinguished. This offers a 
more complete representation of the transcriptional state as compared to the traditional 
measurements on the 3' end mRNA level. Preferably, a plurality of exons of a substantial 
fraction of all constituent RNA species in the cell sample are measured, but at least a 
sufficient fraction is measured to characterize the biological state or the action of .a drug or 
other perturbation of interest. 

One particularly preferred embodiment of the invention employs DNA arrays for 
measuring exon expression levels of a large number of genes. In one embodiment of the 
invention, when all or a subset of all exons m a gene have substantially the same measured 
expression levels, the expression level of the gene is the measured expression level of any 
one of the expressed exons, whereas the exon content of the mRNA is the identities of the 
set of expressed exons. In particular, expression levels of any exons in a gene fliat are 
substantially at the background level indicate that such exons are spliced out and therefore 
not expressed in the mRNA. In another embodiment of the invention, when altemative 
splicing takes place in a gene, the measured expression levels of different exons in the gene 
are compared and the expression levels and exon contents of different alternatively spliced 
mRNAs are determined. For example, when altemative splicmg takes place in a gene, one 
or more exons m the gene that are shared in different alternatively spliced mRNAs may 
have measured expression levels that are substantially higher than other exons. Such 
differences in measured expression levels permits identification of shared exons as well as 
the determination of the expression levels of different mRNAs using the expression levels 
of uniquely expressed exons. Other analytical and statistical methods known in the art can 
also be used to determine the expression levels and exon contents of different alternatively 
spliced mRNAs using measured expression levels of exons. 

The transcriptional state of a cell sample {e.g., ^ cell or cell culture) can be 
represented by a profile of some number of gene transcript levels. Such a profile of gene 
transcript levels can be represented by the vector S, 



s =[iy;,-..iS^...5';',...5;*] (2) 
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where S-^ is the transcript level of r/tti mRNA, i.e., the mKNA resulted from the r/th 

alternative RNA splicing pathway, of the Vth gene. S-^ is obtained from a vector 

containing the expression levels of exons expressed in the mRNA. 

Each gene can be characterized by its assembling modules, the exons. In such 
cases, flie transcriptional state of a cell sample can be represented by exon expression 
profiles. For example, the transcription of gene / can be represented by an expression 
profile of its assembling modules, the exons, 



where y^j (a'lj ) is the level of the a'^j 'th variant of the y'th exon of gene i in the r/th RNA 

splicing pathway. S J' can be determined from measured exon expression state, supra, 
can then be obtained from S^l containing exon expression levels. 

Although mRNA expression for a plurality of different genes in a genome is 
determined according to the invention from measured exon expression profiles, 
additionally, and optionally, expression of some mRNAs from a cell sample can be 

20 measxired on the whole inRNA level using, such as mRNA based DNA array technologies. 
As in exon expression measurements the whole mRNA transcript levels can be measured as 
continuous variables. For example, the expression level are typically measured as number 
of, or the concentration of, the mRNA molecule. The expression level may also be 
measured as percentage of a control level, z.e., the expression level of one or more control 

25 probes. However, in some other embodiments, the expression levels may be measured as 
categorical variables. For example, the expression level may be measured as either "on" or 
"off, where the value "on" indicates a expression level above a predetermined tiireshold 
and value "off* indicates a expression level below that threshold. 



The responses of a cell sample to a perturbation, such as the application of a drug, 
can be measured by observing the changes in the biological state, e.g., the exon expression 
state or the transcriptional state, of the cell sample. A response profile is a collection of 
changes of cellular constituents, such as measured exon expression levels or measured 
35 mRNA transcript levels, hi the present invention, flie response profile of a cell sample (e,g., 
a cell or cell culture) to the perturbation m is defined as the vector v^'"^ 
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5.1.3. REPRESENTATIQN OF BIOLOGICAL RESPONSES 
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v" = [v;"•^...v^''^,..v;^'^^...v;"'^*] (4) 



10 



where vj"'^' is the amplitude of response of gene i in alternative splicing pathway g under 

the perturbation v^*^' is obtained from a vector containing the response of exons 

expressed by the gene in the splicing pathway. In some particularly preferred 
embodiments of this invention, the biological response to the appUcation of a drug, a drug 
candidate or any other perturbation, is measured by measuring the induced change in the 
expression level at least 2 genes, preferably more than 10 genes, more preferably more than 
100 genes and most preferably more than 1,000 genes. 

Biological responses of each gene can also be characterized by its exon components. 
For example, the biological response of gene i can be represented by vector. 



15 



where i^''^'(a,^') (a^' = 1,2,...) is the level ofthe response of the a^"th variant of the f± 
20 exon of gene z to perturbation ;n in the g/th RNA splicing pathway, v"'^' can be obtained 
from v^'^' containing response measurements of exons. 

In some embodiments of the invention, the response is simply the difference 
between the expression level of a gene or its exon components, before and after 
25 perturbation. In some preferred embodiments, the response is defined as the ratio of 
expression levels of a gene or its exon components before and after a perturbation is 
applied. In other embodiments, the response may be a function of time after the 

perturbation, z.e., b^/'"^* = ^^(O- For example blp'^^it) may be the difference or ratio of 

the level of the response of the y'th exon of gene i to perturbation w m the q/th RNA 
splicing pathway before the perturbation and at time / after the perturbation. 

In preferred embodiments, by*^' is set equal to zero for all exon J of all gene i 

whose responses are below a threshold amplitude or confidence level which can be 
determined, e.g. , Sx>m knowledge of the measurement error behavior. For example, in 
some embodiments, only exons that have a response greater than or equal to two standard 
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errors in more than N profiles may be selected for subsequent analysis, where ttie number of 
profiles N is selected by a user of the invention. 

For those exons whose responses are above the threshold amplitude, may be 

equal to the measured value. For example, in embodimoits wherein the perturbation m 
5 comprises graded levels of exposure to a perturbation such as graded levels of exposure to a 

drug, b^'*^^ may be made equal to the e3q)ression and/or activity of tiie /th exon of the fth 

gene in the 9/th RNA splicing pathway at the highest concentration of the drug 
Alternatively, the response at different levels of perturbations (e.g., different drug 
1 0 concentrations) Ui may be interpolated to a smooth, piece-wise continuous function, e.g. , by 
spline- or model-fitting, and b^*^* made equal to some parameter of the interpolation. For 

example, in spline-fitting the response data to various levels of the perturbation m are 
interpolated by summing products of an appropriate spline interpolation function S 
J 5 multiplied by the measured data values, as illustrated by Eq. 6: 



20 



25 



^>r(«)=E'S'(w-«,)x6;'^'(w,) (6) 

The variable "m" in Eq. 6, above, refers to an arbitrary value of the perturbation (&g., the 
drug exposure level or concentration) where the perturbation response of the 7*th exon of the 
z'th gene in the 9/th RNA splicing pathway is to be evaluated. In general, S can be any 
smooth, or at least piece-wise continuous, function of limited support having a width 
characteristic of the structure expected in the response functions. An exemplary width can 
be chosen to be the distance over which the response function being interpolated rises from 
10% to 90% of its asymptotic value. Exemplary S function include linear and Gaussian 
interpolation. 

In model-fitting, the response data to various levels Ui of the perturbation n are 
interpolated by approximating the response by a single parameterized function. An 
exemplaiy model-fitting function appropriate for approximating transcriptional state data is 
30 the Hill fimction: 

H(u)- (7) 

22 The Hill function shown in Eq. 7, above, comprises adjustable parameters of: (1) an 
amplitude parameter a; (2) an exponent n; and (3) an inflection point parameter Mq. The 
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adjustable parameters are selected independently for each exon. Preferably, the adjustable 
parameters are selected so that for each exon of the perturbation response the sum of the 

squared ofthe distances of F(w^ from fe^J*^^ is minimized. This preferable parameters 

^ adjustment method is well known in the art as a least squares fit of HQ to Z>^''^' Q . Such a 

fit can be done using any of the many available numerical methods known in the art (see, 

Press et al, 1996, Numerical Recipes in C, 2nd Ed., Cambridge University Press, 
Chpts. 10 and 14; Branch et al, 1996, Matlab Optimization Toolbox User's Guide, 

Mathworks, Natick, MA). The response ampUtude b^' can then be selected to be equal 

10 

to, eg., the amplitude parameter a in Eq. 7, 

In an altemative embodiment, the response profile data may be categorical. For 
example, in a binary approximation the response amplitude i^'^' is set equal to zero if 

there is no significant response, and is set equal to 1 if there is a significant response. 
Alternatively, in a trinary approximation the response amplitude: (1) is set equal to +1 if 
exon q of gene i in the g/th RNA splicing pathway has a significant increase in expression 
or activity to perturbation «; (2) is set equal to zero ifthere is no significant response; and 
(3) is set equal to -1 if fliere is a significant decrease in expression or activity. Such 
embodiments are particularly preferred if it is known or suspected that flie responses to 
which the response provided bp^^ is to be compared do not have the same relative 

amplitudes as b^'^' but do involve the same exons. In yet other embodiments, it is 

desirable to use "Mutual Information" as described, e.g., by Brunei (1998, Neural 
25 Computation 10(7):\l'i\'n51). 

In all of the above-described embodiments, it is often preferred to nonnalize the 
response profile by scahng all elements of the vector v'" (/.e., v^'"'^' for all and i) by the 

same constant so that the vector length | | is unity. Generally, the vector length can be 
30 defined by Equation 8: 

SLiyrf .(8) 

V « .?/ 

35 5.1.4. DETERMINATION OF GENP. P-XPRESSION FROM 

EXON EXPRESSION PROFH .P. 
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Any analytical and statistical methods known in the art can also be used to 
determine the expression levels and exon contents of different alternatively spliced mRNAs 
using measured expression levels of exons. In one embodiment of the invention, when all or 
a subset of all exons in a gene have substantially the same measured expression iQvel, the 
expression level of the gene is the measured expression level of any one of the expressed 

^ exons, whereas the exon content of the mRNA is the identities of the set of expressed exons. 
In particular, expression levels of any exons in a gene that are substantially the background 
level indicate that such exons are spliced out and therefore not expressed in the mRNA. In 
another embodiment of the invention, when alternative splicing takes place in a gene, the 
measured expression levels of different exons in the gene are compared and the expression 
levels and exon contents ofdififerent alternatively spUced mRNAs are determin^^ For 
example, when alternative splicmg takes place in a gene, one or more exons in the gene that 
are shared in different alternatively spliced mRNAs may have measured expression levels 
that are substantially higher than other exons. Furthermore, when the relative abundances 
of different alternatively spliced mRNAs are different, the measured expression levels of 

^ ^ exons expressed in different mRNAs may be different Such differences in measured 
expression levels permits identification of shared exons as well as the determination of the 
expression levels of different mRNAs using the expression levels of uniquely expressed 
exons. 

When an exon has alternative splice variants, the determination of the expression of 
the gene containing the exon can be aided by determining some distinguishing structural 
characteristics (a characteristic that distinguishes a particular exon variant fi-om other 
variants of the same exon), such as the length, of the expressed variant or variants of the 
exon. For example, a set of polynucleotide probes of successive overlapping sequences, 
i.e., tiled sequences, across the genomic region containing the longest known or predicted 
variant of an exon can be used to determine the variant or variants that are expressed. The 
set of polynucleotide probes can comprise successive overlapping sequences at steps of a 
predeteraiined base intervals, e,g, at steps of 1, 5, or 10 base intervals, span, or are tiled 
across, the genomic region containing the longest variant. Alternatively, a set of 
polynucleotide probes comprising exon specific probes and variant jimction probes can be 
used to determine the variant or variants that are expressed. In a preferred embodiment, the 
exon specific probes specifically hybridizable to the cormnon sequences in all different 
variants of the exon, whereas variant junction probes specifically hybridizable to the 
different splice junction sequences of the exon. 

In one embodiment. Expression rVerfied Qenes (EVGs) are identified via co- 
regulation. Grouping exons into EVGs is performed using a two-step gene identification 
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algorithm. First, each exon iss assigned a similarity measure based on taking the moving 
average of pair-wise coirelation coefficients between neighboring exons. Exons with 
similarity measures above a specified threshold are selected as seeds for EVGs. Second, 
exons neighboring a seed region are merged into the region if the pair-wise correlation 
coefficients between the neighboring exon and each exon in flie region exceeded the 
specified threshold. This process continued, allowing for gaps between exon pairs to 
account for failed probes and/or false exon predictions, until no exons in the immediate 
neighborhood of the candidate region met the significance threshold of correlation with the 
exon cluster. The final exon clusters resulting firom the gene detection algorithm are 
identified as an EVG. Not all condition pairs (rows) were considered m forming EVGs. 
Only those that had a minimum amplitude of response of threefold at a 99% confidence 
level are entered into the analysis. Once an EVG was formed, the color display was 
updated by reordering the condition pairs according to a standard hierarchical clustering 
algorithm, such as the algorithm used by Hughes et al, 2000, Cell 102:109-26. 

5.2. IMPLEMENTATTON SYSTEMS AND METHODS 
The analytical methods of the present invention can preferably be implemented 
using a computer system, such as the computer system described in this section, according 
to the following programs and methods. Such a computer system can also preferably store 
and manipulate a compendium of the present invention which comprises a plurality of 
perturbation response profiles and which can be used by a computer system m 
implementing the analytical metiiods of this invention. Accordingly, such computer 
systems are also considered part of the present invention. 

An exemplary computer system suitable from implementing the analytic methods of 
this invention is illustrated in FIG. 6. Computer system 601 is illustrated here as 
comprising internal components and as being Unked to external components. The internal 
components of this computer system include a processor element 602 interconnected with a 
main memory 603. For example, computer system 601 can be an Intel Pentium®-based 
processor of 200 MHZ or greater clock rate and with 32 MB or more main memory. In a 
preferred embodiment, computer system 601 is a cluster of a plurality of computers 
comprising a head "node" and eight sibling "nodes," with each node having a central 
processmg unit ("CPU"). In addition, the cluster also comprises at least 128 MB of random 
access memory ("RAM") on the head node and at least 256 MB of RAM on each of the 
eigjit sibling nodes. Therefore, the computer systems of the present invention are not 
limited to those consisting of a single memory unit or a single processor unit. 
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The external components can include a mass storage 604. This mass storage can be 
one or more hard disks that are typically packaged together with the processor and memory. 
Such hard disk are typically of 1 GB or greats storage capacity and more preferably have at 
least 6 GB of storage capacity. For example, in a preferred embodiment, described above, 
wherein a computer system of the invention comprises several nodes, each node can have 
its own hard drive. The head node preferably has a hard drive with at least 6 GB of storage 
capacity whereas each sibling node preferably has a hard drive with at least 9 GB of storage 
capacity. A computer system of the invention can further comprise other mass storage units 
including, for example, one or more floppy drives, one more OD-ROM drives, one or more 
DVD drives or one or more DAT drives. 

Other external components typically include a user interface device 605, which is 
most typically a monitor and a keyboard together with a graphical input device 606 such as 
a "mouse." The computer system is also typically luiked to a network link 607 which can 
be, e.g., part of a local area network ("LAN") to other, local computer systems and/or part 
of a wide area network ("WAN**), such as the Internet, that is connected to other, remote 
computer systems. For example, in the preferred embodiment, discussed above, wherein 
the computer system comprises a plurality of nodes, each node is preferably connected to a 
network, preferably an NFS network, so that the nodes of the computer system 
communicate with each other and, optionally, with other computer systems by means of the 
network and can thereby share data and processing tasks with one another. 

Loaded into mraiory during operation of such a computer system are several 
software components that are also shown schematically in FIG. 6. The software 
components comprise both software components that are standard in the art and components 
that are special to the present invention. These software components are typically stored on 
mass storage such as the hard drive 604, but can be stored on other computer readable 
media as well including, for example, one or more floppy disks, one or more CD-ROMs, 
one or more DVDs or one or more DATs. Software component 610 represents an operating 
system which is responsible for managing the computer system and its network 
interconnections. The operating system can be, for example, of the Microsoft Windows™ 
family such as Windows 95, Window 98, Windows NT or Windows 2000. Alternatively, 
the operating software can be a Macintosh operating system, a UNIX operating system or 
the LINUX operating system. Software components 611 comprises common languages and 
fimctions ttiat are preferably present in the system to assist programs implementing methods 
specific to the present inventioa Languages that can be used to program the analytic 
methods of the invention include, for example, C and C++, FORTRAN, PERL, HTML, 
JAVA, and any of the UNIX or LINUX shell command languages such as C shell script 
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language. The methods of the invention can also be programmed or modeled in 
mathematical software packages that allow symbolic entry of equations and high-level 
specification of processing, including specific algorithms to be used, thereby fi*eeing a user 
of the need to procedurally program individual equations and algorithms. Such packages 
include, e.g., Matlab from Mathworks (Natick, MA), Mathematica &om Wolfram Research 
(Champaign, H) or S-Plus from MathSoft (Seattle, WA). 

Software component 612 comprises analytic methods of the present invention, 
preferably programmed in a procedural language or symbolic package. For example, 
software component 612 preferably includes programs that cause the processor to 
implement steps of accepting a plurality exon expression profiles and storing the profiles in 
the memory. For example, the computer system can accept exon expression profiles that 
are manually entered by a user {e,g,, by means of the user interface). More preferably, 
however, the programs cause the computer system to retrieve exon expression profiles from 
a database. Such a database can be stored on a mass storage (e.g., a hard drive) or other 
computer readable medium and loaded into the memory of the computer, or the 
compendium can be accessed by the computer system by means of the network 607. 

In one embodiment, each exon expression profile (613) contained in a database 
and/or loaded into the memory of the computer system is represented by a data structure 
comprising a plurality of data fields. In particular, the data structure for a particular exon 
e>q)ression profile will comprise a separate data field for each exon whose measured value, 
e.g., expression level, is an element of the exon expression profile. The analytic software 
component 612 comprises programs and/or subroutines which can cause the processor to 
perform steps of comparing said measured expression level of said first exon to the 
expression level of said second exon or the measured expression levels of more than one 
exon in said same gene, for each of said plurality of genes. The computer then output and 
display the calculated differences in the measured expression levels for each first and 
second exon as a measure of the relative level of expression between said first and second 
exon. 

In another embodiment, the present invention relates to a computer system for 
identifying alternative splicing between different cell samples, e.g., different tissues or 
developmental stages, with which a set of exons or multiexons is associated, comprising 
one or more processor units and one or more memory units connected to the one or more 
processor units, said one or more memory units containing one or more programs that cany 
out the steps of; (a)receiving a first data structure of measured expression levels of a 
plurality of exons or multiexons in a plurality of genes of a first cell sample and a second 
data structure of measured expression levels of said plurality of exons or multiexons in said 
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plurality of genes of a second cell sample; and (b)comparing said measured expression 

levels of said plurality of exons or multiexons in said plurality of genes of said first cell 

sample to said measured expression levels of said plurality of exons or multiexons in said 

plurality of genes of said second cell sample. The differences in the measured expression 

levels of said plurality of exons or multiexons, including but are not limited to arithmetic 

^ difference, ratio, etc., in said plurality of genes between said first and second cell samples 

can be used to determine alternative splicing in said first and second cell samples. 

In other embodiments, the data field for each exon can also contain a value 

representing the measured value, e.^., the expression level, of the exon m a biological 

sample subjecting to a particular perturbation or, more preferably, a value representing the 

change in the measured value of exon's expression level from an unperturbed or "wild-type" 

cell or sample. The exon expression profile will also comprise additional data fields that 

cohtam values describing the particular perturbation. For example, in embodiments 

wherein the perturbation is a genetic mutation, these fields can contain values that identify 

the particular gene that is mutated and/or identifier that indicates the particular cell line or 
15 . 

strain of the cell or organism containing the genetic mutation. In embodiments wherein the 
perturbation comprises e3q)osing the biological saniple to one or more drugs, the fields will 
comprise values that identify the drug or drugs and, preferably, the dosages administered. 
Each exon expression profile data structure preferably further comprises one or more data 
fields that contain values indicating, if known, the biological activity that is associated with 

20 

the perturbation and/or its profile. The data structure representing an exon expression 
profile can, optionally, contain other data fields as well. For example, the data structure can 
further comprise one or more fields whose values indicate the growth rate of a cell or 
organism subject to the particxilar modification or perturbation. 

Among the exon expression profiles that can be accepted by a computer system of 
the present invention are exon expression profiles for modifications or perturbations to 
uncharacterized exons {e,g., uncharacterized genes or gene products). The analytic software 
component 612 preferably also comprises programs and/or subroutines which can cause the 
processor to perform steps of comparing exon expression profiles accepted by the computer 
system (e.g., the exon expression profiles) and the wild-type exon expression profiles, 
thereby determining the biological response of the cell sample to the perturbation. The 
programs further report the biological response of the cell sample to a user. 

In addition to the exemplary program structures and computer systems described 
herein, other, altemative program structures and computer systems will be readily apparent 
to the skilled artisan. Such altemative systems, which do not depart &om the above 

35 
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described computer system and programs structures either in spirit or in scope, are therefore 
intended to be comprehended within the accompanying claims. 

5,3, PROBES FOR EXON EXPRESSION PROFILING 
In the present invention, the expression levels of a plurality of exons in each of a 

5 plurality of genes in a cell sample are detected or measured using DNA probe arrays. The 
measured exon expression profile can optionally be used to determine the transcriptional 
state of the cell sample. The DNA probe arrays for exon profiling comprise probes that 
report the expression of aplurality of exons or the complete set of exons for a plurality of, 
preferably all, genes in the genome of an organism. In some embodiments of the invention, 

10 the DNA array comprises probes for at least 2, preferably at least 3, more preferably at least 
5, exons or multiexons m each of the plurality of different genes. Li some embodiments, to 
minimize the number of probes needed, the DNA array or arrays comprises probes that are 
complementary to a selected subset of the complete set of exons for each of a plurality of 
genes. Preferably, the subsets contain exons that are included in alternative splicing events. 

15 More preferably, the subsets contain exons that are included m alternative splicing events 
that result in phenotypes of interest. Where only a subset of exons for a gene is reported in 
the DNA arrays, it may be desirable to include a plurality of or all exons that are not 
constitutively spliced ia all alternative spKcing pathways, while including only one exon per 
group of such constitutively spliced exons. However, it may also be useful to include more 

20 than one exon per group of such constitutively spUced exons for redundancy purposes. 
The DNA array or set of arrays can comprise at least 1, 5, 20, 50, 100, 1,000, 
10,000, 100,000, 1,000,000, 5,000,000, or 10,000,000 probes complementary to sequences 
contained entirely within individual exons. Such probes are termed "exon specific probes." 
In another specific embodiment, the DNA array or set of arrays can comprise at least 1, 5, 

25 20, 50, 100, 1,000, 10,000, 100,000, or 1,000,000 probes that are complementary to 

sequences spanning the junction regions of multiexons. Such probes are termed "junction 
specific probes." A DNA array or set of arrays comprismg both exon specific probes and 
junction specific probes is also envisioned. Alternatively or additionally, the DNA array or 
set of arrays can comprise probes that tile across fiill length multiexons. Such probes are 

30 usefiil in distmguishing alternative splicing pathways and/or expression of duplicated exons 
in separate genes if the ligated multiexon occurs in one or more alternative spliced mRNAs 
and/or one or more separated genes fliat contain the duplicated exons but not in other 
alternatively spliced mRNAs and/or other genes fliat contain the duplicated exons. 
Preferably, tiie DNA array comprises probes for a sufficient set of exons or multiexons in 

35 each gene so that a pluraUty of alternative splicing pafliways can be detennined. DNA array 
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or set of arrays comprising probes tiled along the full length coding sequence, i.e., all exons, 
can also be used for distinguishing alternative splicing. 

It may also be useful to include probes that are complementary to introns in the 
probe set for at least some genes. In some embodiments, such intron specific probes are 
used to detect intron retention through genomic contamination or incomplete/incorrect 
slicing. In other embodiments, introns can be included in the probe set as reference probes, 
such as control probes for a null signal. In such cases, an intron that is not adjacent to an 
exon that may also have a null expression level is normally chosen. Because introns may 
contam repetitive sequences, intron probes are preferably selected such that repetitive 
sequences are avoided. When desired, the DNA array or arrays can also comprise probes 
for only exons. For example, the DNA array or arrays can comprise probes that target all 
individual exons of a gene. Or the DNA array or arrays can comprise probes that target a 
selected subset of exons of a gene. In a preferred embodiment, the DNA arrays permit 
measurement of the expression levels of all of the exons in a gene for all of the genes in the 
genome of an organism. 

5,3.1. DETERMINATION OF EXON/INTRON 
STRUCTURES FOR GENES 
The polynucleotide probes on the arrays of the invention comprise a plurality of 

different probes, each comprising a nucleotide sequence complementary and hybridizable to 

the sequence of a different exon or multisKon in the genome of an organism. Any method 

known in the art can be used to determine exon sequences of a genome so as to design the 

complementary sequences of the probes. 

The complete or partial exon structures and thus exon sequences for many genes in a 

variety of organisms are known in the art. For example, exon structures and sequences for 

at least 2,000 hxunan genes are known. Furthermore, predicted exon structures for about 

600,000 exons are also available from the rough draft of the human genome reference 

ensembl database. For unknown genes or baown genes whose exon structures are unknown 

or only partially known, such structures can be determined by various methods known in 

the art. The methods for identifying genes and gene structures make use of the genomic 

sequence data, the protein sequence data or the corresponding mRNA sequence data, and 

computational sequence analysis tools to identify the coding regions in the genome of an 

organism. With the completion or near completion of sequencing and amotation of the 

genomes of a wide range of organisms, including human, and the large collection of cDNA 

Ubraries, the exon structures and sequences of many genes in the genomes of many 

organism can be obtained. Thus, in a preferred embodiment, probes can be designed for 

genome-wide exon profiling according to the present invention. 
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For example, the sequences of exons aad introns encoded in a gene can be obtained 
by comparing the expressed mKNA sequences or cDNA derived therefix)m to the genomic 
sequence of the organism using the SIM4 computer program (see Florea et al., 1998, 
Genome Res. 8:967-974; available at http://pbil.umv-lyonl.fr/sim4.html). Sequence 
alignment of the coding sequences of the mRNA and the genomic sequence of the organism 
using any of the known methods can be used to identify the exons and introns in the gene. 
For example, the sequence of cDNAs, either full length cDNAs or ESTs, known in the art 
can be compared to genomic sequence of the same species to identify splice junctions and 
thus exon/intron in such manner. The exon structures of genes can also be determmed by 
scannmg the genome of an organism or region of the genome using DNA arrays comprising 
polynucleotide probes tiled across the genome or genomic regions. Further descriptions of 
such mefliods that can be used to determine the sequences of exons are described herein 
below, 

For the identification of exons in nuclear genes, sequence alignment of coding 
regions can also be aided by the conserved intron/exon junction sequences. Although there 
is no extensive homology or complementarity between the two ends of an intron, an 
intron/exon junction normally have well-conserved sequences. In particular, as one simple 
rule, for most eukaryotic nuclear genes, /.e., excluding introns in the nucleic acids in 
mitochondria and chloroplasts and the yeast tRNA, the splice junction sequences comply to 
the so called GT-AG rule, an intron starts with the dinucleotide GT and ends with the 
dinucleotide AG. The exon stmcture of a nuclear gene can therefore be determined by 
aligning the sequence of the gme according to both the coding sequences from mRNA(s) 
and such conserved junction sequences. It is also worth noting that the sphce junction 
sequences are asymmetric in regard to the 5* and 3' splice junctions thereby allowing 
distinguishing the direction of an intron sequence. Longer, species-specific, consensus 
splice junction sequences can also be used (Ohshima, et al., 1987, J. Mol. Biol 195:247- 
259). Other sequences known in the art that may be advantageously employed for accmrate 
identification of exons and introns in a gene can also be used in conjunction with the 
present invention. 

In some embodiments of the present invention, at least a sufficient subsequence for 
each of at least a subset of the exons for each gene is identified. Preferably the subset of 
exons for each gene whose subsequences are identified is sufficient for the characterization 
of all alternative splicing pathways. More preferably, at least a sufficient subsequence for 
each of some introns is also identified. Still more preferably, at least a sufficient 
subsequence of the complete set of exons and introns for each gene is identified. 
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Preferably, the accurate and complete sequence of an exon is known. However, 
exon prediction means can also be used to provide sequence information for unknown 
exons. Such predicted sequence may or may not be definitive or complete. For sample, in 
certain cases the determination of the precise boundary between an exon and an intron is 
still a difl&cult task. Under certain conditions, such precise detennination of exon boundary 
may not be necessary in that the probe sequence for an exon can be selected from the more 
reliably determined portion of the coding sequence. The predicted exon stmcture may also 
incorrectly misidentify one or more exons for a gene, incorrectly split a gene, exons of 
one gene are split into multiple genes, or incoirectly join certain genes, i.e., exons from 
different genes are assembled into a single gene. Avoidance of such inaccuracies in exon 
structure is preferred in designing the probes of the invention, but is not necessary since 
signal noise and/or artefacts due to such inaccuracies should not significantly impair the 
ability to obtain useftil exon profiling information. 



5.3.1.1. FROM GENOMIC SEQUENCE AND cDNA SEQUENCE 
When sequence information of the mRNAs encoded by a gene with unknown 
structure is available, e.g., via cDNAs or ESTs, the exon structure can be identified by 
sequence alignment of such cDNA or EST sequences to the available genomic sequence of 
the organism. There are large database collections of cDNAs and ESTs for a variety of 
organisms, which can be used for gene structure identification. For example, one such 
database is the UniGene database system which automatically partitions GenBank 
sequences (currently containing sequence collections of human, mouse, rat, and zebrafish), 
including both well-characterized genes and EST sequences into a non-redundant set of 
gene-oriented clusters. Each UniGene cluster contains sequences that represent a unique 
gene, as well as related information such as the tissue types in which the gene has been 
expressed and location fhttp://www.ncbi.nlm.nih.gov/UniGene). Currently, the UniGene 
database contams a total of 1,942,605 mRNA and EST sequences catalogued into a total of 
83,945 clusters for human alone (statistics uploaded on September 29, 2000). Other pubUc 
accessible and commercial databases of cDNAs and ESTs for a wide range of organisms are 
also available. On the other hand, genome sequencing for a wide range of organisms, 
including h\mian, are completed or nearly completed. Therefore, the exon structures of 
genes in addition to those known can be identified. By comparing mKNA and EST 
sequences with genomic sequence, intron sequences can also be identified. 

Any sequence aligmnent tools can be used in the present invention. In preferred 
embodiments, sequence aligmnent is performed by means of a BLAST or PowerBLAST 
algorithm (Altschul et al., 1990, J. Mol. Biol. 215:403-410). 
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5.3.1.2. SOFTWARE PREDICTION FROM GENOMIC SEQUENCE 
Exons and exon/intron boundaries can also be identified in the genomic sequence of 
an organism using various computational gene prediction programs known in the art, such 
as GeneParser (Snyder, et al., Nucl. Acids Res. 21:607-613), GRAIL (Uberbacher, et aL, 
1991, Proc. Natl. Acad. Sci. USA 88:11261-11265), SYBCOD (Rogozin, et al., 1999, Gene 
226:129-137), GeneED (Guigo, et al., 1992, J. MoL Biol. 226:141-157), GREAT (Gelfand, 
1990, Nucleic Acids Res. 18:5865-5869; Gelfand, et al., 1993, Biosystems 30:173-182.), 
GenLang (Dong, et al., 1994, Genomics 23:540-551), FGENEH (Solovyev, et al., 1994, 
Nucleic Acids Res. 22:5156-5163), and SORFIND (Hutchinson, et al., 1992, Nucleic Acids 
Res. 20:3453-3462), 

Such computational gene structure prediction tools rely on various computational 
methodologies and algorithms and make use of the large ensemble of knowledge and 
databases on sequrace characteristics of nucleic acid and protein sequences to determine the 
sequences and locations of genes as well as the structures of genes in available genomic 
sequences. For example, in GeneParser, the genomic sequence can be scored for codon 
usage, local compositional complexity, 6-tuple frequency, length distribution, periodic 
asymmetry, as well as splice junction sequences. The identification and prediction of gene 
structure can also be carried out using coding sequence homology to known genes in 
existing DNA and protein databases (Altschul et al., 1990, J. Mol. Biol. 215:403-410). 
Other methods, such as SYNCOD, allow identification and prediction of new genes that do 
not have good homology with known protein sequences. 

Any one of the gene prediction methods can be used either alone or in combination 
with any other method or methods for the identification of exon structures of genes from 
genomic sequences. Each of the methods has its strength and weakness in exon prediction 
accuracy (see, e.g., Burset, et al, 1996, Genomics 34:353-367; Reese, et al, 2000, Genome 
Res. 10:483-501). It is therefore preferred to use a combination of at least a number of 
methods so that prediction inaccuracies, such as missed exons and/or wrong exons, of one 
method can be detected and remedied. In embodiments of the present invention, preferably 
at least 2, more preferably at least 3, most preferably all different methods are used so that a 
consensus exon structure can be obtained. In most preferred embodiments, the results 
obtained by using such computational tools are fiirther aided with biological knowledge 
about the organism so that more accurate exon structure for a gene or genes can be obtained. 

5.3.1.3, EXON IDENTIFICATION USING DNA ARRAYS 
In another embodiment, exons can be identified by using DNA arrays that contain 
polynucleotide probes of successive overlapping sequences, Le., tiled sequences, across 
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genomic regions. See, U.S. provisional patent application Serial No. 60/227,966, filed 
on August 25, 2000, which is incorporated herein by reference in its entirety. Such DNA 
arrays therefore scan the genomic regions to identify expressed exons in these regions. 
According to the method, DNA arrays are generated comprising polynucleotide probes with 
successive overlapping sequences which span or are tiled across genomic regions of 
interests, e.g,, successive overlapping probe sequences can be tiled at steps of a 
predetermined base intervals, e.g. at steps of 1, 5, 10, or 15 base intervals. The overlapping 
sequences of the DNA arrays therefore comprise probes for both exons and introns. For 
example, DNA arrays comprising 25,000 dijfferent polynucleotide probes of up to 60 bases 
in length can be synthesized on a single 1x3 inch glass slide by ink-jet technology. RNA 
samples from diverse tissues or growth conditions are then labeled using full length labeling 
protocols, such as the random primed reverse transcription protocols and hybridized to the 
DNA arrays. Exons and exon/intron boundaries can be identified by positive hybridization 
signals {i.e., signals above background noise and/or cross-hybridization signal levels) which 
can be obtained by e.g. absolute signal, change in signal with change in growth condition, 
and/or comparison of the signals from the complementary strands. In particular, the 
exon/intron boundaries can be identified by the transition of positive signals to negative 
signals across sets of overlappmg probes representing the covered genomic regions. 



5.3.1.4. COMBINED APPROACHES 

20 

According to the present mvention, any methods as described in Sections 5.3,1.1- 
5.3.1.3 can be used either alone or in combination with any other methods in order to 
determine exon structures and sequences. One skill in the art will be able to determine 
which method or combination of methods are to be used for the identification of the 
structure of a particular gene or genes based on such factors as the availability of mRNA 
and/or EST sequence(s), its homology to protein(s) encoded in known genes, and so on. In 
some embodiments of the invention, several methods may be used in combination with each 
identifying a different subsets of exons for the same gene. In other embodiments of the 
invention, several methods can be used with each method identifying the entire structure of 
the gene and the results are compared so that a more accurate structure can be obtained 

30 

5.3.2. SELECTION OF PROBE SEQUENCES 
In preferred embodiments of the invention, a DNA array or set of arrays comprises 
polynucleotide probes comprising predetermined sequences that are selected or designed for 
detection of exons or multiexons. Probe sequences for an exon or multiexon can preferably 
be selected from the sequmce of the exon or multiexon according to other parameters 
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including, but not limited to any combination of one or more of: (a) probe size or length; 
(b) binding energies, including both the perfect match duplex (z.e, of a probe and its target, 
complementary nucleotide sequence) and cross-hybridization binding energies; (c) base 
composition, including, for example, the relative amount or percentage of one or more 
particular nucleotide bases (e.g., adenine, guanine, thymine or cytosine) in a probe 
sequence, as well as the relative amount or percentage of any combination of such 
nucleotide bases; (d) the position of a probe's complementary sequence in the sequence of 
its "target" polynucleotide or gene sequence; and (e) probe sequence complexity, including 
the presence or lack of common repetitive elements such as polynucleotide repeats (/.e., 
simple, contiguous repeats of one or more nucleotide bases) as well as more complicated 
repetitive elements that are well known in the art. Still otiier exemplary parameters which 
can be used in the methods and compositions of the invention for ranking and/or selecting 
polynucleotide probes include: (f) self dimer binding energy (z.e., the tendency for a 
particular probe to hybridize to its own sequence); (g) the structure content of the 
complementary, target polynucleotide sequence for a particular probe (e.g., the presence or 
absence of certain structural features or motifs); and (h) the information content of a 
probe's nucleotide sequence. See, Friend et al., U.S. Patent Application Serial No. 
09/561,487 (filed April 28, 2000); Friend et al., U.S. Patent Application Serial No. 
09/364,751 (filed July 30, 1999); Burchard, U.S. Patent Application Serial No. 09/616,849 
(filed July 16, 2000). 

Methods for probe selection are based, at least in part, on the discovery that the 
number of probe sequences required to reliably and accurately report a particular 
polynucleotide sequence, such as the sequence of a particular gene, may be reduced to as 
few as one probe by carefully selecting probes according to the methods and/or having the 
particular lengths disclosed herein. Accordingly, the invention also provides methods by 
which probes (i.e., probe sequences) may be ranked and/or selected according to their 
reporting properties, including, for example, their specificity and sensitivity for a particular 
sequence (e,g,, for the sequence of a particular gene or gene transcript). 

The invention thus provides methods for selecting one or more different 
polynucleotide probes from a plurality of possible polynucleotide probes for a given exon 
sequence according to the predicted sensitivity and specificity with which each different 
polynucleotide probe hybridizes to a target polynucleotide. As used herein, the "sensitivity" 
of a probe refers to the firaction of molecules of the probe that hybridize to polynucleotide 
molecules (or that have polynucleotide molecules hybridized tiiereto) under a particular set 
of hybridization conditions (e.g,, the selected or provided hybridization conditions). The 
"specificity" of a probe, as used herein, is understood to refer to the ratio of target {e.g.. 
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perfect match) polynucleotide molecules to non-target polynucleotide molecules hybridized 
to the probe under a particular set of hybridization conditions {e.g., the selected or provided 
hybridization conditions). In one embodiment, the methods comprise: (a) identifying a 
plurality of dijBFerent polynucleotide probes in a sequence region of interest in a given exon 
that hybridize to the target polynucleotide with a sensitivity above a threshold sensitivity 
level; (b) ranking the identified polynucleotide probes according to the specificity and 
sensitivity with which each identified polynucleotide probe hybridizes to the target 
polynucleotide; and (c) selecting one or more different polynucleotide probes firom the 
ranked polynucleotide probes to represent the exon on the array. In another embodiment, 
the methods comprise: (a) identifying polynucleotide probes in the plurality of different 
polynucleotide probes that hybridize to the target polynucleotide with a predicted specificity 
above a threshold specificity level; (b) ranking the identified polynucleotide probes 
according to the sensitivify with which each identified polynucleotide probe hybridizes to 
the target polynucleotide; and (c) selecting one or more different polynucleotide probes 
from the ranked polynucleotide probes. In still another embodiment, the methods comprise: 
(a) ranking the plurahty of different polynucleotide probes according to the sensitivity with 
which each polynucleotide probe hybridizes to the target polynucleotide so that a sensitivity 
rank is obtained for each different polynucleotide probe; (b) ranking the plurahty of 
different polynucleotide probes according to the specificify with which each polynucleotide 
probe hybridizes to the target polynucleotide so that a specificity rank is obtained for each 
different polynucleotide probe; (c) obtaining a combined rank for each different 
polynucleotide probe, wherein flie combined rank is determined by determining the sum of 
the sensitivity rank and the specificity rank for each different polynucleotide probe; and (d) 
selecting one or more different polynucleotide probes from the plurahty of different 
polynucleotide probes according to the combined rank of the different polynucleotide 
probes. In one aspect of this particular embodiment, the sum of the sensitivity rank and the 
specificity rank for each different polynucleotide probe can be, e.g., a weighted sum of the 
sensitivity rank and the specificity rank for each different polynucleotide probe. 

The invention provides numerous different aspects of these different embodiments, 
for example, the invention provides aspects of the above embodiments wherein the 
sensitivity with which a particular polynucleotide probe hybridizes to the target is provided 
by detennming the binding energy with which the target polynucleotide hybridizes to the 
particular polynucleotide probe, e.g. , according to the nearest neighbor model. The 
invention also provides aspects of the above embodiments wherein the sensitivity with 
which a particular polynucleotide probe hybridizes to the target polynucleotide is provided 
by a method comprismg determining the level of hybridization of the target polynucleotide 
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sequence to the particular polynucleotide probe; e.g., by calculating the level of 
hybridization of the target polynucleotide to the polynucleotide probe from the binding 
energy with which the target polynucleotide hybridizes to the particular polynucleotide 
probe. 

In another aspect of the methods of the invention, the specificity with which a 
particular polynucleotide probe hybridizes to the target polynucleotide is provided, e.g., by: 
(a) determining the level of hybridization of the target polynucleotide to the particular 
polynucleotide probe; and (b) determining the level of cross-hybridization of non-target 
polynucleotides to the particular probe. 

In still other embodiments, the methods of the invention comprise: (a) hybridizing a 
reference polynucleotide sample comprising molecules of the target polynucleotide to the 
plurahty of different polynucleotide probes under conditions such that the hybridization 
intensity of each different polynucleotide probe to the reference sample correlates with the 
sensitivity and specificity with which the each dijBFerent polynucleotide probe hybridizes to 
the target polynucleotide; and (b) selecting polynucleotide probes in the plurality of 
different polynucleotide probes that have the highest hybridization intensity. For example, 
the invention provides particular aspects of this embodiment wherein the hybridization is 
witiiin 5 **C or within 2 **C of the mean melting temperature of the plurality of different 
polynucleotide probes from the target polynucleotide. 

The invention also provides a preferred embodiment wherein the specificity of a 
particular polynucleotide probe is provided by a method which comprises selecting, from a 
plurality of binding raergies, a binding oiergy that indicates the specificity of the particular 
polynucleotide probe. Specifically, in such a preferred embodiment, the provided plurality 
of binding energies are binding energies for hybridization of the particular polynucleotide 
probe to each of a pluraUty of different polynucleotides, wherein each polynucleotide in the 
plurahty of different polynucleotides is different from the target polynucleotide. The 
selected binding energy is the largest binding energy in the pluraUty of binding energies. 

For example, in one aspect of this preferred embodiment, the bindmg energies 
provided for hybridization of the particular polynucleotide probe to each of the pluraUty of 
polynucleotides is provided according to a nearest neighbor model. In one aspect the 
pluraUty of polynucleotides comprise polynucleotides expressed by a ceU or organism of 
interest. In one aspect, the pluraUty of polynucleotides consists of polynucleotides having 
sequences with a selected level of identity or homology to a complementary sequence of the 
particular polynucleotide probe. For example, in one aspect, tiie sequences having the 
selected level of identity or homology to the complementary sequence of the probe are 
identified by means of a BLAST or PowerBLAST algorithm. In various aspects, the 
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plurality of polynucleotides consists of polynucleotides having sequences that are at least 
50%, at least 60%, at least 70%, at least 80%, at least 90%, at least 95% or at least 99% 
identical to the complementary sequence of the particular polynucleotide probe. 

In still other embodiments, which are both more general and more preferred 
embodiments, the polynucleotide or oligonucleotide probes are ranked and/or selected 
according to a combination of two or more of the properties (a)-(h) listed above and, 
optionally, the sensitivity and/or speciJBcity with which each probe hybridizes to a target 
polynucleotide. For example, in one embodiment the invention provides methods for 
selecting one or more different polynucleotide probes from a plurality of polynucleotide 
probes be a method comprising: (a) identifying those polynucleotide probes in the plurality 
of polynucleotide probes that have particular values (or a particular range of values) of one, 
two, three or more properties or parameters (e.g., selected among the properties and 
parameters listed hereinabove); and (b) selecting the polynucleotide probes identified in 
step (a). 

In another general embodiment, the methods of the mvention comprise: (a) ranking 
the polynucleotide probes in a plurality of different polynucleotide probes according to each 
of two or more selected properties or parameteris selected from the properties and 
parameters recited hereinabove) so that a rank is obtained for each of the two or more 
selected parameters; and (b) obtaining a combined rank for each different polynucleotide 
probe, wherein the combined rank is determined from the sum of the ranks obtained for 
each of the two or more selected properties or parameters. One or more different 
polynucleotide probes can then be selected from the plurality of different polynucleotide 
probes according to the combined rank of the different polynucleotide probes. 

In yet another general embodiment, the methods of the invention comprise: (a) 
identifying those polynucleotide probes in the plurality of polynucleotide probes that have 
particular values (or a particular range of values) of one, two, three or more properties or 
parameters (e.g., selected among the properties and parameters hsted hereinabove); (b) 
ranking the identified polynucleotide probes according to each of two or more selected 
properties or parameters (e.g., selected among the properties and parameters hsted 
hereinabove) so that a rank is obtained for each of the two or more selected parameters; and 
(c) obtaining a combined rank for each identified polynucleotide probe, wherein the 
combined rank is determined from the sum of the ranks obtained for each of the two or 
more selected properties or parameters. One or more different polynucleotide probes can 
then be selected from the identified polynucleotide probes according to tiie combined rank 
of the identified polynucleotide probes. 
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In such a general embodiment, the properties or parameters used to rank the 
identified probes in step (b) can be either the same as or, more preferably, different firom the 
properties or parameters used to identify those polynucleotide probes in step (a). Also, in 
certain aspects of embodiments such as the general embodiments described above, the sum 
of the ranks obtamed for each of the two or more selected properties or parameters can be, 
e.g., a weighted sum of the ranks obtained for each of the two or more selected properties or 
parameters. 

The invention provides certain preferred aspects of the above methods wherein the 
steps of the methods are iteratively repeated, e.g., to select no more than 20, 10, 5 or 1 
different polynucleotide probe or probes. The invention also provides preferred aspects of 
these methods wherein the polynucleotide probes comprise polynucleotide sequences that 
are, e.g., between 15-500, 20400 or 40-60 bases in length. 

In other embodiments, probe sequences can also be selected according to methods 
described in Lockhart et al., 1996, Nature Biotechnology 14:1675-1680; or Wodicka et al, 
1997, Nature Biotechnology 15:1359-1367. 



5.4. METHODS FOR DETERMINING BIOLOGICAL STATE 
AND BIOLOGICAL RESPONSE 
This invention utilizes the ability to measure the expression level of individual 

exons or multiexons of each of a plurality genes to determine the exon expression state of a 
2Q cell sample. The cell sample can be of any organism, particularly one in which altemative 
spUcing of pre-mRNA transcripts occurs (e.g., eukaryote, mammal, primate, human, non- 
human animal such as a dog, cat, horse, cow, mouse, rat, Drosophihy C. elegans, etc., plant 
such as rice, wheat, bean, tobacco, etc., and fimgi). The cell sample can be fi*om a diseased 
or healthy organism, or an organism predisposed to disease. The cell sample can be of a 
22 particular tissue type or development stage or subjected to a particular perturbation 

(stimulus). The exon expression profiles of different cell samples can also be compared, to 
assess differences between the biological states of such different cell samples. Thus, for 
example, perturbed vs. nonperturbed, e.g., diseased vs. healthy cell samples can be 
compared. This section and its subsections provides some exemplary methods for 
measuring the expression level of exons. One of skill in the art would appreciate that this 
invention is not limited to the following specific methods for measuring the exon 
expression level and responses of a biological system. 

5A1. TRANSCRIPT ASSAY USING EXON ARRAYS 
22 This invention is particularly usefiil for the determination of the exon expression 

state or the transcriptional state of a cell or cell type or any other cell sample by monitoring 
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exon expression profiles. One aspect of the invention provides polynucleotide probe arrays 
for simidtaneous determination of the expression levels of a plurality of exons for each gene 
of a plurality of genes and methods for designing and making such polynucleotide probe 
arrays. 

The exon expression level can be measured by any high throughput techniques. 
However measured, the result is either the absolute or relative amounts of transcripts or 
response data, including but not limited to values representing exon abundance ratios. 

Preferably, measurement of the exon expression profile is made by hybridization to 
transcript arrays, which are described in this subsection 

In a preferred embodiment, the present invention makes use of "exon transcript 
arrays" or "exon profiling arrays". Exon transcript arrays can be employed for analyzing 
the exon expression profile in a cell sample and especially for measxiring the exon 
expression profile of a cell sample of a particular tissue type or developmental state or 
e?q)osed to a drag of interest or to perturbations to a biological pathway of interest. In 
another embodiment, the cell sample can be from a patient, e.g., a diseased cell sample, and 
preferably can be compared to a healthy cell sample. 

In one embodiment, an exon expression profile is obtained by hybridizing detectably 
labeled polynucleotides representing the exons in mRNA transcripts present in a cell (e.g., 
fluorescently labeled cDNA synthesized &om total cell mRNA) to a microairay. A 
microarray is an array of positionally-addressable binding (e.g., hybridization) sites on a 
support for representing many of the exons in the genome of a cell or organism, preferably 
most or ahnost all of flie genes. Each of such binding sites consists of polynucleotide 
probes bound to the predetermined region on the support. Microarrays can be made in a 
number of ways, of which several are described herein below. However produced, 
microarrays share certain characteristics. The arrays are reproducible, allowing multiple 
copies of a given array to be produced and easily compared with each other. Preferably, the 
microarrays are made fi-om materials that are stable under binding {e,g,, nucleic acid 
hybridization) conditions. The microarrays are preferably small, e,g., between about 1 cm^ 
and 25 cm^ preferably about 1 to 3 cm^ However, both larger and smaller arrays are also 
contemplated and may be preferable, e.g., for simultaneously evaluating a very large 
number of different probes. 

Preferably, a given binding site or unique set of binding sites in the microarray will 
specifically bind (e.g., hybridize) to an exon or multiexon of a single gene firom a cell or 
organism (e,g,, to exon of a specific mKNA or a specific cDNA derived therefrom). 

The microarrays used in the methods and compositions of the present invention 
include one or more test probes, each of which has a polynucleotide sequence that is 
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complementary to a subsequence of RNA or DNA to be detected. Each probe preferably 
has a different nucleic acid sequence, and the position of each probe on the solid surface of 
the array is preferably known. Indeed, the microarrays are preferably addressable arrays, 
more preferably positionally addressable arrays. More specifically, each probe of the array 
is preferably located at a known, predetermined position on the solid support such that the 
identity {i.e., the sequence) of each probe can be determined from its position on the array 
(z.e., on the support or surface). In some embodiments of the invention, the arrays are 
ordered arrays. 

Preferably, the density of probes on a microarray or a set of microarrays is about 100 
different (z.e., non-identical) probes per 1 cm^ or higher. More preferably, a microarray 
used in the methods of the invention v^U have at least 550 probes per 1 cm^ at least 1,000 
probes per 1 cm^ at least 1,500 probes per 1 cm^ or at least 2,000 probes per 1 cm^ In a 
particularly preferred embodiment, the microarray is a high density array, preferably having 
a density of at least about 2,500 different probes per 1 cm^ The microarrays used in the 
invention therefore preferably contam at least 2,500, at least 5,000, at least 10,000, at least 
15,000, at least 20,000, at least 25,000, at least 50,000 or at least 55,000 different (/.e, 
non-identical) probes. 

In one embodiment, the microarray is an array (f.e., a matrix) in which each position 
represents a discrete binding site for an exon of a transcript encoded by a gene (eg., for an 
exon of an mRNA or a cDNA derived therefrom). The collection of binding sites on a 

20 

microarray contains sets of binding sites for sets of exons for each of apluraUty of genes. 
For example, in various embodiments, the microarrays of the invention can comprise 
binding sites for products encoded by fewer than 50% of the genes in the genome of an 
organism. Alternatively, the microarrays of the mvention can have binding sites for the 
products encoded by at least 50%, at least 75%, at least 85%, at least 90%, at least 95%, at 
least 99% or 100% of the genes in the genome of an organism. In other embodiments, the 
microarrays of the invention can having binding sites for products encoded by fewer than 
50%, by at least 50%, by at least 75%, by at least 85%, by at least 90%, by at least 95%, by 
at least 99% or by 100% of the genes expressed by a cell of an organism. The binding site 
can be a DNA or DNA analog to which a particular RNA can specifically hybridize. The 
DNA or DNA analog can be, e.g,, a synthetic oligomer or a gene fragment, e.g. 
corresponding to an exon. 

In some embodiments of the present invention, an exon is represented in the exon 
profiling arrays by a set of bmding sites comprising probes with different polynucleotides 
that are complementary to different sequence segments of the exon. Such polynucleotides 
are preferably of the length of 15 to 200 bases, more preferably of the length of 20 to 100 
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bases, most preferably 40-60 bases. It will be understood that each probe sequenpe may 
also comprise linker sequences in addition to ttie sequence that is complementary to its 
target sequence. As used herein, a linker sequence refers to a sequence between the 
sequence that is complementary to its target sequence and the surface of support. For 
example, in preferred embodiments the exon profiling arrays of the invention comprise one 
probe specific to each target exon. However, if desired, the exon profiling arrays may 
contam at least 2, 5, 10, 100, 1000 probes specific to some target exons. For example, the 
array may contain probes tiled across the sequence of the longest mRNA isoform of a gene 
at single base steps. 

In specific embodiments of the invention, when an exon has alternative spliced 
variants, a set of polynucleotide probes of successive overlapping sequences, i.e., tiled 
sequences, across the genomic region containing the longest variant of an exon can be 
included ui the exon profiling arrays. The set of polynucleotide probes can comprise 
successive overlapping sequences at steps of a predetennined base intervals, e.g. at steps of 
1 , 5, or 10 base intervals, span, or are tiled across, the mRNA containing the longest variant. 
Such set of probes therefore can be used to scan the genomic region containing all variants 
of an exon to determine the expressed variant or variants of the exon to detemiine the 
expressed variant or variants of the exon. Alternatively or additionally, a set of 
polynucleotide probes comprising exon specific probes and/or variant junction probes can 
be included in the exon profiling array. As used herein, a variant junction probe refers to a 
probe specific to the junction region of the particular exon variant and the neighboring 
exon. In a preferred embodiment, the probe set contains variant junction probes specifically 
hybridizable to each of all different splice junction sequences of the exon. In another 
preferred embodiment, the probe set contains exon specific probes specifically hybridizable 
to the common sequences in all different variants of the exon, and/or variant junction probes 
specifically hybridizable to tiie different splice junction sequences of the exon. 

In some other embodiments of the invention, an exon is represented in the exon 
profiling arrays by a probe comprising a polynucleotide that is complementary to the fiill 
length exon. In such embodiments, an exon is represented by a single binding site on the 
exon profiling arrays. In some preferred, embodiments of the invention, an exon is 
represented by one or more binding sites on the exon profiling arrays, each of the binding 
sites comprising a probe with a polynucleotide seqxience that is complementary to an RNA 
fragment fliat is a substantial portion of the target exon. The lengths of such probes are 
normally between about 15-600 bases, preferably between about 20-200 bases, more 
preferably between about 30-100 bases, and most preferably between about 40-80 bases. 
The average length of an exon is about 200 bases (see, e.g., Lewm, Genes V, Oxford 
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University Press, Oxford, 1994). A probe of length of about 40-80 allows more specific 
binding of the exon than a probe of shorter length, thereby increasing the specificity of the 
probe to the target exoru For certam genes, one or more targeted exons may have, sequence 
lengths less than about 40-80 bases. In such cases, if probes with sequences longer than the 
target exons are to be used, it may be desirable to design probes comprising sequences that 
include the entire target exon flanked by sequences firom the adjacent conistitutively splice 
exon or exons such that the probe sequences are complementary to the corresponding 
sequence segments in the mRNAs. Using flanking sequence from adjacent constitutively 
spliced exon or exons rather than the genomic flanking sequences, z.e., intron sequences, 
permits comparable hybridization stringency with other probes of the same length. 
Preferably the flanking sequence used are from the adjacent constitutively spliced exon or 
exons that are not involved in any alternative pathways. More preferably the flanking 
sequences used do not comprise a significant portion of the sequence of the adjacent exon 
or exons so that cross-hybridization can be minimized. In some embodiments, when a 
target exon that is shorter than the desked probe length is involved in alternative splicing, 
probes comprising flanking sequences m different alternatively spliced mRNAs are 
designed so that expression level of the &Kon expressed in different altraiatively spliced 
mRNAs can be measured. 

In some other embodiments of the invention, when alternative splicing pathways 
and/or exon duplication in separate genes are to be distinguished, the DNA array or set of 
arrays can also comprise probes tiiat are complementary to sequences spaiming the junction 
regions of a multiexon. Preferably, such probes comprise sequences from the two exons 
which are not substantially overlapped with probes for each individual exons so that cross 
hybridization can be minimized. The DNA array or set of arrays can also comprise probes 
for full length multiexons. Probes that comprise sequences from more than one exons are 
useful in distinguishing alternative splicing pathways and/or expression of duplicated exons 
in separate genes if the multiexons occurs in one or more alternative spliced mRNAs and/or 
one or more separated genes that contain the duplicated exons but not in other alternatively 
spliced mRNAs and/or other genes that contain the duplicated exons. Alternatively, for 
duplicate exons in separate genes, if the exons from different genes show substantial 
difference m sequence homology, it is preferable to mclude probes that are different so that 
the exons from different genes can be distinguished. 

It will be apparent to one skilled in the art that any of the probe schemes, supra, can 
be combined on the same exon profilmg array and/or on different arrays within the same set 
of exon profiling arrays so that a more accurate deteimination of the exon expression profile 
for a plurality of genes can be accomplished. It will also be apparent to one skilled in the 
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art that the different probe schemes can also be used for different levels of accuracies in 
exon profiling. For example, an exon profiling array or array set conq)rising a small set of 
probes for each exon may be used to determine the relevant genes and/or RNA splicing 
pathways under certain specific conditions. An array or array set comprising larger sets of 
probes for the exons that are of interest is then used to more accurately deteimine-the exon 
^ expression profile under such specific conditions. Other DNA array strategies that allow 
more advantageous use of different probe schemes are also encompassed. 

Preferably, the microarrays used in the invention have binding sites (i.e., probes) for 
sets of exons for one or more genes relevant to the action of a drug of mterest or in a 
biological pathway of interest. As discussed above, a "gene" is identified as a portion of 
DNA that is transcribed by RNA polymerase, which may include a 5* untranslated region 
(*TJTR"), introns, exons and a 3' XJTR. The number of genes in a genome can be estimated 
from the number of mRNAs expressed by the cell or organism, or by extrapolation of a well 
characterized portion of the genome. When the genome of the organism of interest has been 
sequenced, the number of ORFs can be determined and mRNA coding regions identified by 
analysis of the DNA sequence. For ©cample, the genome of iSaccAflrOTwycescerevwiVze has 
been completely sequenced and is reported to have approximately 6275 ORFs en6oding 
sequences longer the 99 amino acid residues m length. Analj^is of these ORFs indicates 
that there are 5,885 ORFs that are likely to encode protein products (Goffeau et al, 1996, 
Science 27-^:546-567). In contrast, the human genome is estimated to contain 
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approximately 30,000 to 130,000 genes (see CrolUus et al., 2000, Nature Genetics 25:235- 
238; Ewing et al., 2000, Nature Genetics 25:232-234). Genome sequences for other 
organisms, including but not limited to Drosophila, C elegans, plants, e.g., rice and 
Arabidopsis, and mammals, e,g., mouse and human, are also completed or nearly 
completed. Thus, in preferred embodiments of the invention, an array set comprising in 
total probes for all known or predicted exons in the genome of an organism is provided. As 
a non-limiting example, the present invention provides an array set comprising one or two 
probes for each known or predicted exon in the human genome. 

It will be appreciated that when cDNA complementary to the RNA of a cell is made 
and hybridized to a microarray under suitable hybridization conditions, the level of 
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hybridization to the site in the array corresponding to an exon of any particular gene will 
reflect the prevalence in the cell of mRNA or mRNAs containing the exon transcribed from 
that gene. For example, when detectably labeled (e.g., with a fluorophore) cDNA 
complementary to the total cellular mRNA is hybridized to a microarray, the site on the 
array corresponding to. an exon of a gene (i.e., capable of specifically binding the product or 
products of the gene expressing) that is not transcribed or is removed during RNA splicing 
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in the cell will have little or no signal (e.g., fluorescent signal), and an exon of a gene for 
which the encoded mRNA expressing the exon is prevalent will have a relatively strong 
signal. The relative abundance of different mKNTAs produced £rom the same gene by 
alternative splicing is then determined by the signal strength pattern across the whole set of 
exons monitored for the gene. 

In preferred embodiments, cDNAs from cell samples from two different conditions 
are hybridized to the binding sites of the microarray using a two-color protocol In the case 
of drug responses one cell sample is exposed to a drug and another cell sample of the same 
type is not exposed to the drug. In the case of pathway responses one cell is exposed to a 
pathway pertuibation and another cell of the same type is not exposed to the pathway 
perturbation. The cDNA derived from each of the two cell types are differently labeled 
(e.g., with CyS and Cy5) so that they can be distinguished. In one embodiment, for 
example, cDNA from a cell treated with a drug (or exposed to a pathway perturbation) is 
synthesized using a fluorescein-labeled dNTP, and cDNA from a second cell, not 
drug-exposed, is synthesized using a rhodamine-labeled dNTP. When the two cDNAs are 
mixed and hybridized to the microarray, the relative intensity of signal from each cDNA set 
is determined for each site on the array, and any relative difference in abundance of a 
particular exon detected. 

In the example described above, the cDNA from the drug-treated (or pathway 
perturbed) cell will fluoresce green when the fluorophore is stimulated and the cDNA from 
the untreated cell will fluoresce red. As a result, when the drug treatment has no effect, 
either directly or indirectly, on the transcription and/or post-transcriptional splicing of a 
particular gene in a cell, the exon expression patterns will be indistinguishable in both cells 
and, upon reverse transcription, red-labeled and green-labeled cDNA will be equally 
prevalent When hybridized to the microarray, the binding site(s) for that species of RNA 
will emit wavelengths characteristic of both fluorophores. In contrast, when the 
drug-exposed cell is treated with a drug that, directly or indirectly, change the transcription 
and/or post-transcriptional splicing of a particular gene in the cell, the exon expression 
pattem as represented by ratio of green to red fluorescence for each exon binding site will 
change. When the drug mcreases the prevalence of an mRNA, the ratios for each exon 
expressed in the mRNA will increase, whereas when the drug decreases the prevalence of 
an mRNA, the ratio for each exons expressed m the mRNA will decrease. 

The use of a two-color fluorescence labeling and detection scheme to define 
alterations in gene expression has been described in connection with detection of mRNAs, 
e,g,, in Shena et al, 1995, Quantitative monitoring of gene ejqiression patterns with a 
complementary DNA microarray, Science 270:467-470, which is incorporated by" reference 
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in its entirety for all purposes. The scheme is equally applicable to labeling and detection of 
exons. An advantage of using cDNA labeled wifli two different fluorophores is that a direct 
and internally controlled comparison of the mRNA or exon expression levels corresponding 
to each arrayed gene in two cell states can be made, and variations due to minor differences 
in experimental conditions (e.g., hybridization conditions) will not affect subsequent 
analyses. However, it will be recognized that it is also possible to use cDNA from a single 
cell, and compare, for example, the absolute amount of a particular exon in, e.g., a 
drug-treated or pathway-perturbed cell and an untreated cell. Fvirthermore, labeling with 
more than two colors is also contemplated in the present invention. In some embodiments 
of the invention, at least 5, 10, 20, or 100 dyes of different colors can be used for labelmg. 
Such labeling permits simultaneous hybridizing of the distinguishably labeled cDNA 
populations to the same array, and thus measuring, and optionally comparing the expression 
levels of, mRNA molecules derived from more than two samples. Dyes that can be used 
include, but are not limited to, fluorescein and its derivatives, rhodamine and its derivatives, 
texas red, 5'carboxy-fluorescein ("FMA"), 2',7'-dimethoxy-4*,5'-dichloro-6-carboxy- 
fluorescein ("JOE"), N,N,N,N'-tetramethyl-6-carboxy-rhodaniine ("TAMRA"), 6'carboxy- 
X-rhodamine ("ROX"), HEX, TET, IRD40, and IRD41, cyamine dyes, includmg but are not 
limited to Cy3, Cy3.5 and Cy5; BODDPY dyes including but are not limited to BODIPY- 
FL, BODIPY-TR, BODIPY-TMR, BODIPY-630/650, and BODIPY-650/670; and ALEXA 
dyes, including but are not limited to ALEXA-488, ALEXA-532, ALEXA-546, ALEXA- 
568, and ALEXA-594; as well as other fluorescent dyes which will be known to those who 
are skilled in the art. 



5.4.2. PREPARING PROBES FOR MICROARRAYS 
As noted above, the "probe" to which a particular polynucleotide molecule, such an 
exon, specifically hybridizes according to the invention is a complementary polynucleotide 
sequence. The probes for exon profiling arrays are selected based on known and predicted 
exons determined in Section 5.2. Preferably one or more probes are selected for each target 
exon. Depending on the probe scheme as described in Section 5.4.1., the lengths and 
number of probes for each exon are chosen accordingly. For example, when a minimum 
number of probes are to be used for the detection of an exon, the probes normally, comprise 
nucleotide sequences greater than about 40 bases in length. Alternatively, when a large set 
of redundant probes is to be used for an exon, the probes normally comprise nucleotide 
sequences of about 40-60 bases. The probes can also comprise sequences complementary 
to full length exons. The lengths of exons can range from less than 50 bases to more than 
200 bases. Therefore, when a probe length longer than exon is to be used, it is preferable to 
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augment the exon sequence with adjacent constitutively spliced exon sequences such that 
the probe sequence is complementary to tiie continuous mRNA jftagment that contains the 
target exon. This will allow comparable hybridization stringency among the probes of an 
exon profiling array. It will be understood tiiat each probe sequence may also comprise 
linker sequences in addition to the sequence that is complementary to its target sequence. 

The probes may comprise DNA or DNA "mimics" {e.g,, derivatives and analogues) 
corresponding to a portion of each exon of each gene in an organism's genome. In one 
embodunent, the probes of the microairay are complementary RNA or RNA mimics. DNA 
mimics are polymers composed of subunits capable of specific, Watson-Crick-like 
hybridization with DNA, or of specific hybridization with RNA. The nucleic acids can be 
modified at the base moiety, at the sugar moiety, or at the phosphate backbone. Exemplary 
DNA mimics include, e.g., phosphorothioates. DNA can be obtained, e.g., by polymerase 
chain reaction (PGR) amplification of exon segments fi-om genomic DNA, cDNA (e.g., by 
RT-PCR), or cloned sequences. PGR primers are preferably chosen based on known 
sequence of the exons or cDNA that result in amplification of unique fragments {i.e., 
fi-agments that do not share more than 10 bases of contiguous identical sequence with any 
other fiagmeht on the microarray). Computer programs that are well known in the art are 
usefiil in the design of prim^ with the required specificity and optimal amplification 
properties, such as OHgo version 5.0 (National Biosciences). Typically each probe on the 
microarray will be between 20 bases and 600 bases, and usually between 30 and 200 bases 
in length. PGR methods are well known in the art, and are described, for example, in Innis 
et al, eds., 1990, PCR Protocols: A Guide to Methods and Applicatiom, Academic Press 
Inc., San Diego, CA. It will be apparent to one skilled in the art that controlled robotic 
systems are usefiil for isolating and amplifying nucleic acids. 

An alternative, preferred means for generating the polynucleotide probes of the 
microarray is by synthesis of synthetic polynucleotides or oligonucleotides, e.g., using N- 
phosphonate or phosphoramidite chemistries (Froehler et al., 1986, Nucleic Acid Res. 
7^:5399-5407; McBride et al, 1983, Tetrahedron Lett. 2^:246-248). Syntiietic sequences 
are typically between about 15 and about 600 bases in length, more typically between about 
20 and about 100 bases, most preferably between about 40 and about 70 bases in length. In 
some embodiments, synthetic nucleic acids include non-natural bases, such as, but by no 
means limited to, inosine. As noted above, nucleic acid analogues may be used as binding 
sites for hybridization. An example of a suitable nucleic acid analogue is peptide nucleic 
acid (see, e.g., Eghohn et al, 1993, Nature 355:566-568; U.S. Patent No. 5,539,083). 
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In alternative embodiments, the hybridization sites (/.e., the probes) are made from 
plasmid or phage clones of genes, cDNAs expressed sequence tags), or inserts 
therefrom (Nguyen et aL, 1995, Genomics 2P:207-209). 

5.4.3. ATTACHING PROBES TO THE SOLID SURFACE 

Preformed polynucleotide probes can be deposited on a support to forai the array. 
Alternatively, polynucleotide probes can be synthesized directly on the support to form the 
array. The probes are attached to a solid support or surface, which may be made, e.g,, from 
glass, plastic (e.g., polypropylene, nylon), polyacrylamide, nitrocellulose, gel, or other 
porous or nonporous material. 

A preferred method for attaching the nucleic acids to a surface is by printiiig on 
glass plates, as is described generally by Schena et al, 1995, Science 270A61A1Q, This 
method is especially useful for preparing microarrays of cDNA (See also, DeRisi et al, 
\996, Nature Genetics i4:457-460; ShaloneM/., 1996, Genome Res. 6:639-645; and 
Schena et al, 1995, Proc. Natl Acad. Sci. U.SA. 93:10539-11286). 

A second preferred method for making microarrays is by making high-density 
polynucleotide arrays. Techniques are known for producing arrays containing thousands of 
oligonucleotides complementary to defined sequences, at defined locations on a surface 
usmg photolithographic techniques for synthesis in situ (see, Fodor etaL, 1991, Science 
257:767-773; Pease et al, 1994, Proc. Natl Acad. Sci. U.S.A. 9i:5022-5026; Lockhart et 
al, 1996, Nature Biotechnology 14:1675; U.S. Patent Nos. 5,578,832; 5,556,752; and 
5,5 10,270) or other methods for rapid synthesis and deposition of defined oligonucleotides 
(Blanchard et al. Biosensors & Bioelectronics ii :687-690). When these methods are used, 
oligonucleotides (e.g., 60-mers) of known sequence are synthesized directly on a surface 
such as a derivatized glass slide. The array produced can be redundant, with several 
polynucleotide molecules per exon. 

Other methods for making microarrays, e.g., by masking (Maskos and Southern, 
1992, Nucl Acids. Res. 20:1679-1684), may also be used. In principle, and as noted supra^ 
any type of array, for example, dot blots on a nylon hybridization membrane (see Sambrook 
et al, supra) could be used. However, as will be recognized by those skilled in the art, very 
small arrays will frequently be preferred because hybridization volumes will be smaller. 

In a particularly preferred embodiment, microarrays of the invention are 
manufactured by means of an ink jet printing device for oligonucleotide synthesis, e,g,, 
using the methods and systems described by Blanchard in International Patent Publication 
No. WO 98/41531, pubUshed September 24, 1998; Blanchard et al, 1996, Biosensors and 
Bioelectronics i/:687-690; Blanchard, 1998, in Synthetic DNA Arrays in Genetic 
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Engineeringy Vol. 20, J.K. Setlow, Ed., Plenum Press, New York at pages 1 1 1-123; and 
U.S. Patent No. 6,028,189 to Blanchard. Specifically, the polynucleotide probes in such 
microarrays are preferably synthesized in arrays, e.g., on a glass sUde, by serially depositing 
individual nucleotide bases in "microdioplets" of a high siuface tension solvent such as 
propylene carbonate. The microdroplets have small volumes (e.g., 100 pL or less, more 
preferably 50 pL or less) and are separated from each other on the microarray (eg., by 
hydrophobic domains) to form circular surface tension wells which define the locations of 
the array elements (i.e., the different probes). Polynucleotide probes are normally attached 
to the surface covalently at the 3' end of the polynucleotide. Altematively, polynucleotide 
probes can be attached to the surface covalently at the 5* end of the polynucleotide (see for 
example, Blanchard, 1998, in Synthetic DMA Arrays in Genetic Engineering, Vol. 20, J.K. 
Setlow, Ed., Plenum Press, New York at pages 1 1 1-123). 



5.4.4. TARGET POLYNUCLEOTIDE MOLECULES 
Target polynucleotides which may be analyzed by the methods and compositions of 
the invention include RNA molecules such as, but by no means limited to messenger RNA 
(mRNA) molecules, ribosomal RNA (rRNA) molecules, cRNA molecules (z.e., RNA 
molecules prepared from cDNA molecules that are transcribed in vivo) and fragments 
thereof Target polynucleotides which may also be analyzed by the methods and 
compositions of the present invention include, but are not limited to DNA molecules such 
as genomic DNA molecules, cDNA molecules, and fragments thereof including 
oligonucleotides, ESTs, STSs, etc. 

The target polynucleotides may be &om any source. For example, the target 
polynucleotide molecules may be naturally occurring nucleic acid molecules such as 
genomic or extragenomic DNA molecules isolated from an organism, or RNA molecules, 
such as mRNA molecules, isolated from an organism. Altematively, the polynucleotide 
molecules may be synthesized, including, e,g, nucleic acid molecules synthesized 
enzymatically in vivo or in vitro, such as cDNA molecules, or polynucleotide molecules 
synthesized by PGR, RNA molecules synthesized by in vitro transcription, etc. The sample 
of target polynucleotides can comprise, e.g., molecules of DNA, RNA, or copolymers of 
DNA and RNA. In preferred embodiments, the target polynucleotides of the invention will 
correspond to particular genes or to particular gene transcripts {e.gy to particular mRNA 
sequences expressed in cells or to particular cDNA sequences derived from such niRNA 
sequences). However, in many embodiments, particularly those embodiments wherein the 
polynucleotide molecules are derived from mammalian cells, the target polynucleotides 
may correspond to particular fragments of a gene transcript. For example, the target 



-45. 



wo 02/16650 



PCT/USOl/26541 



polynucleotides may correspond to different exons of the same gene, e.g.^ so that different 
splice variants of that gene may be detected and/or analyzed. 

In preferred embodiments, the target polynucleotides to be analyzed are prepared in 
vitro from nucleic acids extracted from cells. For example, in one embodiment, RNA is 
extracted from cells (eg., total cellular RNA, poly(A)*^ messenger RNA, fraction thereof) 
and messenger RNA is purified from the total extracted RNA. Methods for preparing total 
and poly(A)^ RNA are well known in the art, and are described generally, e.g., in Sambrook 
et al, supra. In one embodiment, RNA is extracted from cells of the various types of 
interest in this invention using guanidinium thiocyanate lysis followed by CsCl 
centrifiigation (Chirgwin et al, 1979, Biochemistry 75:5294-5299). cDNA is then 
synthesized from the purified mRNA using, eg., oligo-dT or random primers. In preferred 
embodiments, the target polynucleotides are cRNA prepared from purified messenger RNA 
extracted from cells. As used herein, cRNA is defined here as RNA complementary to the 
source RNA. The extracted RNAs are amplified using a process in which doubled-stranded 
cDNAs are synthesized from the RNAs using a primer linked to an RNA polymerase 
promoter in a direction enable of directing transcription of anti-sense RNA. Anti-sense 
RNAs or cRNAs are then transcribed from the second strand of the double-stranded cDNAs 
using an RNA polymerase (see, eg, U.S. Patent Nos. 5,891,636, 5,716,785; 5,545,522 and 
6,132,997; see also, U.S. Patent Application Serial No. 09/41 1,074, filed October 4, 1999 
by Linsley and Schelter and U.S. Provisional Patent Apphcation Serial No. 60/253,641, 
filed on November 28, 2000, by Ziman et al.). Both oligo-dT primers (U.S. Patent Nos. 
5,545,522 and 6,132,997) or random primers (U.S. Provisional Patent Application Serial 
No. 60/253,641, filed on November 28, 2000, by Ziman et al.) that contain an RNA 
polymerase promoter or complement thereof can be used. Preferably, the target 
polynucleotides are short and/or fragmented polynucleotide molecules which are 
representative of the original nucleic acid population of the cell. 

The target polynucleotides to be analyzed by the methods and compositions of the 
invention are preferably detectably labeled. For example, cDNA can be labeled directly, 
eg., with nucleotide analogs, or indirectly, eg., by making a second, labeled cDNA strand 
using the first strand as a template. Altematively, the double-stranded cDNA can be 
transcribed into cRNA and labeled. 

Preferably, the detectable label is a fluorescent label, eg, by incorporation of 
nucleotide analogs. Other labels suitable for use in the present invention include, but are 
not limited to, biotm, imminobiotin, antigens, cofactors, dinitrophenol, lipoic acid, olefinic 
compounds, detectable polypeptides, electron rich molecules, enzymes capable of 
generating a detectable signal by action upon a substrate, and radioactive isotopes. 
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Preferred radioactive isotopes include ^^P, ^^S, ^^C, and ^^^1. Fluorescent molecules 
suitable for the present invention include, but are not limited to, fluorescein and its 
derivatives, rhodamine and its derivatives, texas red, 5'carboxy-fluorescein ("FMA"), 2',7 - 
dimetiioxy-4',5'-dichloro-6-carboxy-fluorescein ("JOE"), N,N,N',N'-tetramethyl-6-carboxy- 
rhodamine ("TAMRA"), 6'carboxy-X-rhodamine ("ROX"), HEX, TET, IRD40, and IRD41. 
Fluroescent molecules that are suitable for the invention further mclude: cyamine dyes, 
including by not limited to Cy3, Cy3.5 and Cy5; BODIPY dyes including but not limited to 
BODIPY-FL, BODIPY-TR, BODIPY-TMR, BODIPY-630/650, and BODIPY-650/670; 
and ALEXA dyes, including but not lunited to ALEXA-488, ALEXA-532, ALEXA-546, 
ALEXA-568, and ALEXA-594; as well as other fluorescent dyes which will be known to 
those who are skilled in the art. Electron rich indicator molecules suitable for the present 
invention include, but are not limited to, ferritin, hemocyanin, and colloidal gold. 
Alternatively, in less preferred embodiments the target polynucleotides may be labeled by 
specifically complexing a first group to the polynucleotide. A second group, covalently 
linked to an indicator molecules and which has an affinity for the first group, can be used to 
indirectly detect the target polynucleotide. In such an embodiment, compounds siiitable for 
use as a first group include, but are not limited to, biotin and iminobiotin. Compounds 
suitable for use as a second group include, but axe not limited to, avidin and streptavidin, 

5 A5. HYBRIDIZATION TO MICROARRAYS 
As described supra, nucleic acid hybridization and wash conditions are chosen so 
that the polynucleotide molecules to be analyzed by the invention (referred to herein as the 
"target polynucleotide molecules) specifically bind or specifically hybridize to the 
complementary polynucleotide sequences of the array, preferably to a specific array site, 
wherein its complementary DNA is located. 

Arrays containing double-stranded probe DNA situated thereon are preferably 
subjected to denaturing conditions to render the DNA single-stranded prior to contacting 
with the target polynucleotide molecules. Arrays containing single-stranded probe DNA 
(e,g,, synthetic oligodeoxyribonucleic acids) may need to be denatured prior to contacting 
with the target polynucleotide molecules, e.g., to remove hairpins or dimers which form due 
to self complementary sequences. 

Optimal hybridization conditions will depend on the length (e.g., oligomer versus 
polynucleotide greater than 200 bases) and type (e.g., RNA, or DNA) of probe and target 
nucleic acids. Greneral parameters for specific (i.e, stringent) hybridization conditions for 
nucleic acids are described in Sambrook et a/., (supra), and in Ausubel et al, 1987, Current 
Protocols in Molecular Biology, Greene Publishing and Wiley-Interscience, New York. 
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When the cDNA microarrays of Schena et al are used, typical hybridization conditions are 
hybridization in 5 X SSC plus 0.2% SDS at 65 °C for four hours, followed by washes at 25 
''C in low stringency wash buffer (1 X SSC plus 0.2% SDS), followed by 10 minutes at 25 
**C in higher stringency wash buffer (0.1 X SSC plus 0.2% SDS) (Shena et al, 1996, Proc. 
Natl Acad, Set U.S.A. 93:10614). Useful hybridization conditions are also provided in, 
e^g^y Tijessen, 1993, Hybridization With Nucleic Acid Probes, Elsevier Science Publishers 
B.V. and Kricka, 1992, Nonisotopic DNA Probe Techniques, Academic Press, San Diego, 
CA. 

Particularly preferred hybridization conditions for use with the screening and/or 
signaling chips of the present invention include hybridization at a temperature at or near the 
mean melting temperature of the probes (e.g., within 5 ''C, more preferably within 2 ''C) in 
1 M NaCl, 50 mM MES buffer (pH 6.5), 0.5% sodium Sarcosine and 30% foimamide. 



5 A6. SIGNAL DETECTION AND DATA ANALYSIS 
It will be appreciated that when target sequences, e.g., cDNA or cRNA, 
complementary to the RNA pf a cell is made and hybridized to a microarray under suitable 
hybridization conditions, the level of hybridization to the site in the array corresponding to 
an exon of any particular gene will reflect the prevalence in the cell of mRNA or mKNAs 
containing the exon transcribed fiom that gene. For example, when detectably labeled (e.g., 
with a fluorophore) cDNA complementary to the total cellular mRNA is hybridized to a 
microarray, the site on the array corresponding to an exon of a gene (i.e., capable of 
specifically binding the product or products of the gene expressing) that is not transcribed or 
is removed during RNA splicuig in the cell will have Uttle or no signal (e.g., fluorescent 
signal), and an exon of a gene for which the encoded mRNA expressing the exon is 
prevalent will have a relatively strong signal. The relative abundance of different mRNAs 
produced by from the same gene by alternative splicing is then determined by the signal 
strength pattern across the whole set of exons monitored for the gene. 

In preferred embodiments, target sequences, e.g., cDNAs or cRNAs, from two 
different cells are hybridized to the binding sites of the microarray. In the case of drug 
responses one cell sample is exposed to a drug and another cell sample of the same type is 
not exposed to the drug. In the case of pathway responses one cell is exposed to a pathway 
perturbation and another cell of the same type is not exposed to the pathway perturbation. 
The cDNA or cRNA derived from each of the two cell types are differently labeled so that 
they can be distuiguished. In one embodiment, for example, cDNA from a cell treated with 
a drug (or e3q)osed to a pathway perturbation) is synthesized using a fluorescein-labeled 
dNTP, and cDNA from a second cell, not drug-exposed, is synthesized using a 



-48- 



wo 02/16650 PCTAJSOl/26541 

rhodamine-labeled dNTP. When the two cDNAs are mixed and hybridized to the 
microarray, the relative intensity of signal from each cDNA set is determined for each site 
on the array, and any relative difference in abundance of a particular exon detected. 

In the example described above, the cDNA from the drug-treated (or pathway 
perturbed) cell will fluoresce green when the fluorophore is stimulated and the cDNA from 

^ the untreated cell will fluoresce red. As a result, when the drug treatment has no effect, 
either directly or indirectly, on the transcription and/or post-transcriptional splicing of a 
particular gene in a cell, the exon expression patterns will be indistinguishable in both cells 
and, upon reverse transcription, red-labeled and green-labeled cDNA will be equally 
prevalent. When hybridized to the microarray, the binding site(s) for that species of RNA 
will emit wavelengths characteristic of both fluorophores. In contrast, when the 
drug-exposed cell is treated with a drug that, directly or indirectly, changes the transcription 
and/or post-transcriptional spUcing of a particular gene in the cell, the exon expression 
pattern as represented by ratio of green to red fluorescence for each exon binding site will 
change. When the drug increases the prevalence of an mRNA, the ratios for each exon 

^ ^ expressed in the mRNA will increase, whereas when the drug decreases the prevalence of 
an mKNA, the ratio for each exons expressed in the mRNA will decrease. 

The use of a two-color fluorescence labeling and detection scheme to define 
alterations in gene repression has been described in connection with detection of mRNAs, 
e,g,y in Shena et al^ 1995, Quantitative monitoring of gene expression patterns with a 

20 

complementary DNA microarray. Science 270:467-470, which is incorporated by reference 
in its entirety for all purposes. The scheme is equally applicable to labeling and detection of 
exons. An advantage of using target sequences, e.g., cDNAs or cRNAs, labeled with two 
different fluorophores is that a direct and internally controlled comparison of the mRNA or 
exon expression levels corresponding to each arrayed gene in two cell states can be made, 

25 

and variations due to minor differences in experimental conditions (e.g., hybridization 
conditions) will not affect subsequent analyses. However, it will be recognized that it is 
also possible to use cDNA from a single cell, and compare, for example, the absolute 
amoimt of a particular exon in, e.g., a drug-treated or pathway-perturbed cell and an 
untreated cell. 

30 

In other preferred embodiments, single channel detection methods, e.g., using one- 
color fluorescence labeling, are used (see U.S. provisional patent application Serial No. 
60/227,966, filed on August 25, 2000). In tins embodiment, arrays comprising reverse- 
complement (RC) probes are designed and produced. Because a reverse complement of a 
DNA sequence has sequence complexity that is equivalent to the corresponding forward- 
strand (FS) probe that is complementary to a target sequence with respect to a variety of 
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measures (e.g., measures such as GC content and GC trend are invariant under the reverse 
complement), a RC probe is used to as a control probe for determination of level of non- 
specific cross hybridization to the corresponding FS probe. The significance of the FS 
probe intensity of a target sequence is determined by comparing the raw intensity 
measurement for the FS probe and the corresponding raw intensity measurement for the RC 
probe in conjunction with the respective measurement errors. In a preferred embodiment, 
an exon is called present if the intensity difference between the FS probe and the 
corresponding RC probe is significaat. More preferably, an exon is called present if the FS 
probe intensity is also significantly above background level. Single channel detection 
methods can be used in conjimction with multi-color labeling. In one embodiment, a 
plurality of different samples, each labeled with a different color, is hybridized to an array. 
Differences between FS and RC probes for each color are used to determine the level of 
hybridization of the corresponding sample. 

When fluorescently labeled probes are used, the fluorescence emissions at each site 
of a transcript array can be, preferably, detected by scanning confocal laser microscopy. In 
one embodiment, a separate scan, using the appropriate excitation line, is carried out for 
each of the two fluorophores used. Alternatively, a laser can be used that allows 
simultaneous specimen illumination at wavelengths specific to the two fluorophores and 
emissions firom the two fluorophores can be analyzed simultaneously (see Shalon al, 
1996, Genome Res. tf:63 9-645). In a preferred embodiment, the arrays are scanned with a 
laser fluorescence scaimer wifh a computer controlled X-Y stage and a microscope 
objective. Sequential excitation of the two fluorophores is achieved with a multi-line, 
mixed gas laser, and the emitted light is split by wavelength and detected with two 
photomultiplier tubes. Such fluorescence laser scanning devices are described, e.g., in 
SchcnsietaLy 1996, Genome Res. 5:639-645. Alternatively, the fiber-optic bundle 
described by Ferguson et al., 1996, Nature Biotech, 7^: 168 1-1684, may be used to monitor 
mRNA abundance levels at a large number of sites simultaneously. 

Signals are recorded and, in a preferred embodiment, analyzed by computer, e.g., 
using a 12 bit analog to digital board. In one embodiment, the scanned image is despeckled 
using a graphics program (e.g., Hijaak Graphics Suite) and then analyzed using an image 
gridding program that creates a spreadsheet of the average hybridization at each wavelength 
at each site. If necessary, an experimentally detOTnined correction for "cross talk" (or 
overlap) between the channels for the two fluors may be made. For any particular 
hybridization site on the transcript array, a ratio of the emission of the two fluorophores can 
be calculated. The ratio is independent of the absolute rapression level of the cognate gene, 
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but is usefixl for genes whose expression is significantly modulated by drug administration, 
gene deletion, or any other tested event. 

According to the method of the invention, the relative abundance of an mRNA 
and^or an exon expressed in an mRNA m two cells or cell lines is scored as perturbed (i.e., 
the abundance is different in the two sources of mRNA tested) or as not perturbed the 
relative abundance is the same). As used herein, a difference between the two sources of 
RNA of at least a factor of about 25% (i,e., RNA is 25% more abundant in one source than 
in the other source), more usually about 50%, even more often by a factor of about 2 (Le., 
twice as abundant), 3 (three times as abundant), or 5 (five times as abundant) is scored as a 
perturbation. Present detection methods allow reliable detection of difference of an order of 
about 3-fold to about 5-fold, but more sensitive methods are expected to be developed. 

It is, however, also advantageous to determine the magnitude of the relative 
difference in abundances for an mRNA and/or an exon expressed in an mRNA in two cells 
or in two cell lines. This can be carried out, as noted above, by calculating the ratio of the 
emission of the two fluorophores used for differential labeling, or by analogous methods 
that will be readily apparent to those of skill in the art. 



5.5. METHODS FOR DETECTING ALTERNATIVE SPLICING 
The methods of the invention can be used for detecting altemative spUcing in 
different samples, e.g., different tissues or same tissue at different development stages or 
under different environmental conditions. For example, if all exons in a gene behave the 
same, i.e., expressed at the same level, measured expression levels of exons in the gene can 
be averaged. When altemative splicing occurs in a gene, different exons in the gene may 
have different expression levels. The pattern of expression levels of exons in a gene, such 
as the relative expression levels of exons, can thus be compared to detect altemative 
sphciag in different samples, e.g., different tissues or same tissue at different development 
stages or under different enviroimiental conditions. In one embodiment, the expression 
levels of a pluraUty of individual exons or multiexons in each of a plurality of different 
genes of a first cell sample firom a tissue of an organism are measured. The expression 
levels of a plurality of mdividual exons or multiexons in each of a plurality of different 
genes of a second cell sample fi*om the same species of the organism but fi*om a different 
tissue or developmental stage are also measured. The measured expression levels of each 
exon in said first cell sample to measured expression level of the same exon in said second 
cell sample are then compared to identify differences in the expression levels of one or more 
exons or multiexons between the two cell samples. The identified differences mdicates 
altemative splicmgs in the first and second cell samples. Altemative spUcmg in more than 
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two samples can also be compared, some embodiments of the invention, the expression 
levels of exons in a plurality of genes from 5, 10, 25, 50, 100, or 1,000 different samples are 
compared to identify differences in alternative splicing in these samples, e.g., different 
tissues or same tissue at different development stages or under different environmental 
conditions. 

Altematively, the measured exon expression profile of a cell sample, i.e., measured 
expression levels of one or more exons or multiexons in the cell sample, can be compared 
with a database containing exon expression profiles for different types of cells in the same 
or different species. In a preferred embodiment, statistically significant differences in the 
measured exon expression profile are determined. This is useful in identifying similarity in 
RNA splicing between the cell sample and one or more cell types in the database. It is also 
useful in identifying new RNA splicing pathways. 



5.6. PATHWAY RESPONSE TO PERTURBATIONS 
The methods of the invention can also be used for determining effects of 
perturbations on RNA splicing pathways. In one aspect of the invention, exon expression 
change in a cell sample in response to one or more perturbations is measured to determine 
the biological response of the cell sample to the perturbation. In one embodiment, the 
expression levels of a plurality of exons or multiexons in a cell sample, which has been 
subjected to the perturbation, are measured for a plurality of genes in the cell sample. The 
measured expression levels are then compared with the expression levels of the same set of 
exons or multiexons in a cell sample from the same species of the organism, which has not 
been subjected to the perturbation. A change in the expression levels of the measured exons 
or mxiltiexons, or a portion of the measured exons or multiexons, indicates the biological 
response of the cell sample to the perturbation. The exons or multiexons that show 
expression level changes under the perturbation permit the determination of the metabolic 
pathways and/or RNA splicing pathways affected by the perturbation. The perturbation can 
be exposure to a drug or environmental change, or the presence of a diseased state, or any of 
the perturbations described in Section 5.8 and its subsections infra. 

Cell samples can also be subjected to graded perturbations to pathways of interest. 
In one aspect of the invention, exon expression change in response to graded perturbations 
is determined. Preferably, the perturbations should target different pathways, including 
splicing pathways. More preferably, the perturbations perturb both metabolic and sphcing 
pathways. The samples exposed to the perturbation and samples not exposed to the 
perturbation can be used to construct exon e}q3ression arrays, which are measured to find the 
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sets of exons with modified expression and the degree of modification due to exposure to 
the perturbation. 

Further, it is preferable in order to reduce experimental error to reverse the 
fluorescent labels in two-color differential hybridization experiments to reduce biases 
peculiar to individual exons or array spot locations. In other words, it is preferable to first 

^ measure transcript expression with one labeling (e.g., labeling perturbed cells with a first 
fluorochrome and unperturbed cells with a second fluorochrome) of the exons firom the two 
cells being measured, and then to measure transcript expression from the two cells with 
reversed labeling (e.g., labeling perturbed cells with the second fluorochrome and 
unperturbed cells with the first fluorochrome). Multiple measiuements over exposure levels 
and perturbation control parameter levels provide additional experimental error control. 
With adequate sampling a trade-off may be made when choosing the width of the spline 
function S used to interpolate response data between averaging of errors and loss of 
structure in the response functions. 

The measured exon expression profile of a cell sample under a perturbation can be 

^ ^ compared with a database or "compendium" of exon expression profiles for various types of 
cells in the same or different species under various perturbations. This is useful in 
identifying similarity in response of RNA splicing pathways between the cell sample and 
one or more cell types in the database. It is also usefiil in identifying similarity in the 
effects of perturbations on RNA splicing pathways. 

20 

In some embodiments, the compendium can be a compendium of exon expression 
profiles firom other modifications or perturbations to cells or an organism, including any of 
the modifications and perturbations described in Section 5.8 below. For example, the 
compendium can be a compendium of exon expression profiles fi:om cell samples under 
modifications or perturbations to RNA abundances, RNA activities and alternative RNA 

25 

splicings (''perturbation exon expression profiles"). The compendium can also be a 
compendium of perturbation exon expression profiles from treating cells or an organism 
with particular drugs; most preferably well characterized drugs that have a specific, known 
mechanism of action (z.e, dmgs having a known, specific target). The compendium can 
also be a compendium comprising mixtures of any two or more of the above-described 

30 

modifications and perturbations. In particular, the compendium can comprise any mixture 
of perturbation exon expression profiles from any of the modifications or perturbations 
described herein and, in particular, in Section 5.8 below. 

The compendium preferably comprises a plurality of perturbation ©con expression 
profiles. In particular, the compendium preferably comprises perturbation exon expression 

35 

profiles corresponding to perturbations to a substantial fraction of the exons of a cell or 
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organism. For example, in embodiments, wherein the compendium is a compmdium of 
profiles ftom genetically modified cells or organisms, the compendium preferably includes 
perturbation exon expression profiles from genetic modifications to at least 2% of the genes 
of the cell or organism. More preferably, the compendium includes perturbation exon 
expression profiles from genetic modifications to at least 5%, still more preferably at least 
^ 1 5%, still more preferably at least 30%, still more preferably at least 40%, most preferably 
75% of the genes of the cell or organism. In one embodiment, wherein the cell or organism 
is a cell or organism for which the sequence of the entire genome has been determined or 
substantially determined, the compendium most preferably comprises perturbation exon 
expression profiles from genetic modifications to all or substantially all of the genes of the 
cell or organism, 

A "gene" is defined as the portion of DNA that is transcribed by RNA polymerase. 
Thus, a gene may include a 5' untranslated region CUTR"), introns, exons and a 3' UTR. It 
is noted that the sequence of flae ratire genome of a cell or organism of interest need not 
have been determined to practice the methods of the present invention. Thus, although only 
^ ^ a fraction of the genes in a genome have been completely sequenced, the methods of the 
present invention can be practiced using a compendium of perturbation exon expression 
profiles corresponding to perturbations of only exons in these genes, FurfliCT, the number of 
genes for which partial sequences, such as ESTs are available, is much higher. As the 
skilled artisan readily appreciates, the modification and perturbation methods described 

20 

below in Section 5.8 can be readily practiced using target genes or RNAs for which only the 
partial sequence, such as an EST sequence, is known. 

As noted, in Section 5,1.3 above, the response of gene i to a perturbation m can be 

represented as the vector v^* whose individual elements ib^'^' is the level of flie response 

25 of the /th exon of gene i to perturbation m in the g/th RNA splicing pathway (e.g. , the 
logarithm of the ratio of the expression level of exon j when the cell is subject to 
perturbation m to when the cell.is not subject to perturbation m). Accordingly, the 
perturbation exon expression profiles in a compendium of the present invention are most 
preferably obtained or measured under identical or at least substantially identical conditions 

30 that diflfeoidy by the particular perturbation ofthe perturbation exon expression profile. In 
other words, the unperturbed or reference state of each perturbation exon expression profile 
in the compendium is preferably identical for all of the perturbation exon expression 
profiles. Likewise, the perturbed state of each perturbation exon expression profile should 
differ from the unperturbed state by the specific perturbation of the perturbation exon 

35 
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expression profile (e.g,y the specific genetic mutation, the specific drug exposure, or the 
specific change in nutrient or other growth conditions). 

For example, the perturbation exon expression profiles are most preferably obtained 
for identical cell types. More specifically, the cells are preferably isogenic cells, or at least 
substantially isogenic cells, that are obtained firom the same species of organism, and more 
preferably fi"om the same tissue or same tissue type of that species of organism. The 
perturbation exon expression profile are also preferably obtained or measured jfrom cells 
that are at the same stage of growth {le,, cells that are in the same phase of the cell cycle). 
In embodiments, wherein the cells are cells from a multicellular organism such as a plant or 
an animal, the ceUs are preferably obtained from one or more individual organisms during 
the same developmental stage (e.g,, cells from an embryonic organism or, alternatively, 
firom an adult organism). The exon expression profile are also preferably obtained from 
cells grown under identical conditions; such as identical conditions of temperature and 
nutrient content. It is fiuther noted that, although each perturbation will most preferably 
consist of a single change to a cell (e.g,, mutation of only a single gene, exposure of the cell 
to only a single drug), perturbations that comprise more than one change to the cell are also 
contemplated (e.g., mutation of one or more genes and exposure of the cells to a particular 
drug). 

In a preferred embodiment, expression profiles m a compendium of the present 
invention are obtained under conditions that inhibit growth of the perturbed cells. This is 
because perturbation exon e3q)ression profiles are typically strongest (z.e., the absolute 
amplitudes of the exons* responses to the perturbations are largest) when the conditions are 
conditions under which the perturbed cell grows poorly or has a reduced growth rate. That 
is to say, amplitudes of expression levels for measured exons (specifically, for different 
genetic transcripts) in these mutants are most different from the unperturbed or wild-type 
cells. Likewise, the expression profiles of mutants that did not show substantially lower 
growth rates under conditions used in these experiments have expression profiles that are 
relatively similar to the expression profiles of unperturbed or wild-type cells. However, it is 
merely preferable, but not essential, that perturbation experiments be performed under 
conditions wherein the perturbation(s) inhibit cell growth. 

Further, the methods and systems of the present invention can also employ a 
plurality of compendia, rather than only a single compendium, of perturbation exon 
expression profile. For example, it is possible, using the methods and compositions of the 
present invention, to generate a plurality of "parallel" compendia encompassing a pluraUty 
of different growth conditions. Each of the compendia would then comprise perturbations 
exon expression profile for the same perturbations but under different baseline or 
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unperturbed conditions (most preferably different conditions of cell growth). For example, 
the "parallel" compendia might encompass different nutrient conditions, different conditions 
of temperature, different stages of cell growth, different cell types (e.g., cells from different 
tissues of the same species of organism) or corresponding to different stages of 
development. 

5 

5.7. MEASUREMENT OF DRUG RESPONSE DATA 
Drug responses are obtained for use in the instant invention by measuring the exon 
expression state changed by drug exposure. The biological response described on the exon 
level can be measured by exon profiling methods described in the previous sections. The 
measured response data include values representing exon expression level values or exon 
expression level ratios for various exons or multiexons in a pluraUty of genes, which can 
reflect both DNA expression ratios (in the absence of differences in RNA degradation rates) 
and alternative RNA splicing ratio. 

To measure drug response data, cell are exposed to graded levels of the drug or drug 
^ ^ candidate of interest. When the cells are grown in vitro^ the compound is usually . added to 
theu: nutrient medium. The drug is added in a graded amount that depends on the particular 
characteristics of the drug, but usually will be between about 1 ng/ml and 100 mg/ml. In 
some cases a drug will be solubilized in a solvent such as DMSO. 

The exon expression profiles of cells exposed to the drug and of cells not exposed to 

20 

the drug are measured according to the methods described in the previous section. 
Preferably, exon transcript arrays are used to find the genes with altered exon expression 
profiles due to exposure to the drug. 

It is preferable for measurements of drug responses, in the case of two-colored 
differential hybridization described above, to measure with reversed labeling. Also, it is 

25 

preferable that the levels of drug exposure used provide sufficient resolution of rapidly 
changing regions of the drug response, e.g., by usmg ^proximately ten levels of drug 
exposure. 



5.8. METHODS FOR PROBING EXON EXPRESSION STATES 
One aspect of the invention provides methods for the analysis of exon expression 
state. The methods of this invention are also usefiil for the analysis of responses of a cell 
sample to perturbations designed to probe cellular state. Preferred perturbations are those 
that cause a change in the amount of alternative splicing that occurs in one or more RNA 
transcripts. This section and its subsections herein below provide some illustrative methods 
for probing exon expression states. 
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Methods for targeted perturbatioii of cells are increasingly widely known and 
applied in the art. The following methods are exemplary of those that can be used to 
produce modifications in tiie exon expression profile of a cell sample. 

The exemplary methods described in the following include use of titratable 
expression systems, use of transfection or viral transduction systems, direct modifications to 
RNA abundances or activities, direct modifications of protein abundances, and direct 
modification of protein activities including use of drugs (or chemical moieties in general). 



5.8.1. TITRATABLE EXPRESSION SYSTEMS 
In mammalian cells, several means of titrating expression of genes are available 
(Spencer, 1996, Trends Genet. 12:181-187). As mentioned above, the Tet system is widely 
used, both in its original form, the "forward" system, m which addition of doxycycline 
represses transcription, and in the newer "reverse" system, in which doxycycline addition 
stunulates transcription (Gossen et aL, 1995, Proc. Natl. Acad. Sci. USA 89:5547-5551; 
Hofifinann et al, 1997, Nucl. Acids, Res. 25:1078-1079; Hofinann et a/„ 1996, Proc. NatL 
Acad. Sci. USA 83:5185-5190; Pauluse/ a/., 1996, Journal of Virology 70:62-67), Another 
commonly used controllable promoter system in mammalian cells is the ecdysone-inducible 
system developed by Evans and colleagues (No et aL, 1996, Proc. Nat. Acad, Sci. USA 
93:3346-3351), where expression is controlled by the level of muristerone added to tiie 
cultured cells. Finally, expression can be modulated using the "chemical-induced 

on 

dimerization" (CID) system developed by Schreiber, Crabtree, and colleagues (Belshaw et 
aL, 1996, Proc. Nat. Acad. Sci. USA 93:4604-4607; Spencer, 1996, Trends Genet. 
12:181-187) and similar systems in yeast. In this system, the gene of interest is put under 
tiie control of the CID-responsive promoter, and transfected uito cells ejqiressing two 
different hybrid proteins, one comprised of a DNA-binding domain fused to FKBP12, 
which binds FK506. The other hybnd protein contams a transcnptional activation domain 
also fused to FKBP12. The CID inducing molecule is FK1012, a homodimeric version of 
FK506 that is able to bind simultaneously both the DNA binding and transcriptional 
activating hybrid proteins. In the graded presence of FK1012, graded transcription of the 
controlled gene is activated. 

30 

For each of the maaiunalian expression systems described above, as is widely known 
to those of skill in the art, the gene of interest is put under the control of the controllable 
promoter, and a plasmid harboring this constmct along with an antibiotic resistance gene is 
transfected into cultured mammalian cells. In goieral, the plasmid DNA integrates into the 
genome, and drug resistant colonies are selected and screened for appropriate expression of 

35 

the regulated gene. Alternatively, the regulated gene can be inserted into an episdmal 
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plasmid such as pCEP4 (Invitrogen, Inc.), which coutains components of the Epstein-Barr 
virus necessary for plasmid replication. 

In a preferred embodiment, titratable expression systems, such as tiie ones described 
above, are introduced for use into cells or organisms lacking the corresponding endogenous 
gene and/or gene activity, e.g., organisms in which the endogenous gene has been disrupted 
or deleted. Methods for producing such "knock outs" are well known to those of skill in the 
art, see e.g., Pettitt et al, 1996, Development 122:4149-4157; Spradling et al, 1995, Proc. 
Natl. Acad. Sci. USA, 92:10824-10830; Ramirez-Solis et al, 1993, Methods Enzymol. 
225:855-878; and Thomas etal, 1987, CeU 51:503-512. 

5.8.2. TRANSFECTION SYSTEMS FOR MAMMALIAN CELLS 
Transfection or viral transduction of target genes can introduce controllable 
perturbations in biological exon expression states in mammalian cells. Preferably, 
transfection or transduction of a target gene can be used with cells that do not naturally 
express the target gene of interest. Such non-expressing cells can be derived from a tissue 
not normally expressing the target gene or the target gene can be specifically mutated in the 
cell. The target gene of interest can be cloned into one of many mammalian expression 
plasmids, for example, the pcDNA3.1 +/- system (Invitrogen, Inc.) or retroviral vectors, and 
introduced into the non-expressing host cells. Transfected or transduced cells expressing 
the target gene may be isolated by selection for a drag resistance marker encoded by the 
expression vector. The level of gene transcription is monotonically related to the 
transfection dosage. In this way, the effects of varying levels of the target gene may be 
investigated. 

A particular example of the use of this method is the search for drags that target the 
src-family protein tyrosine kinase, Ick, a key component of the T cell receptor activation 
exon expression state (Anderson et a/., 1994, Adv. Immunol. 56:171-178). Inhibitors of 
this enzyme are of interest as potential immunosuppressive drags (Hanke, 1996, J. Biol 
Chem 271:695-701). A specific mutant of the Jurkat T cell line (JCaMl) is available that 
does not express Ick kinase (Straus et al., 1992, Cell 70:585-593). Therefore, introduction 
of the Ick gene into JCaMl by transfection or transduction permits specific pertuibation of 
exon expression states of T cell activation regulated by the Ick kinase. The efficiency of 
transfection or transduction, and thus the level of perturbation, is dose related. The method 
is generally usefiil for providing perturbations of gene expression or protein abundances in 
cells not normally expressing the genes to be perturbed, 

5.8.3. METHODS OF MODIFYING RNA ART TNDANCES OR ACTIVITIES 
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Methods of modifying RNA abundances and activities and thus exon abundances 
currently fall within three classes, ribozymes, antismse species, and RNA aptamers (Good 
et al, 1997, Gene Therapy 4: 45-54). Controllable application or exposure of a cell to these 
entities pamits controllable perturbation of RNA abundances. 

Ribozymes are RNAs which are capable of catalyzing RNA cleavage reactions. 
^ (Cech, 1987, Science 236: 15324539; PCT International Publication WO 90/1 1364, 
published October 4, 1990; Sarver et al, 1990, Science 247: 1222-1225), "Hairpin" and 
"hammerhead" RNA ribozymes can be designed to specifically cleave a particular target 
mRNA. Rules have been established for the design of short RNA molecules with ribozyme 
activity, which are cs^able of cleaving other RNA molecules in a highly sequence specific 
way and can be targeted to virtually all kinds of RNA. (Haseloff a/,, 1988, Nature 
334:585-591; Koizumi et a/., 1988, FEES Lett., 228:228-230; Koizumi et al, 1988, FEES 
Lett., 239:285-288). Ribozyme methods involve exposing a cell to, inducing expression in 
a cell, etc. of such small RNA ribozyme molecules. (Grassi and Marini, 1996, Annals of 

Medicine 28: 499-510; Gibson, 1996, Cancer and Metastasis Reviews 15: 287-299). 

15 . . 

Ribozymes can be routinely expressed in vivo in sufGcient number to be 

catal3rtically effective in cleaving mRNA, and thereby modifying mRNA abundances in a 

cell. (Gotten et al, 1989, Ribozyme mediated destruction of RNA in vivo, The EMBO J. 

8:3861-3866). In particular, a ribozyme coding DNA sequence, designed according to the 

previous rules and synthesized, for example, by standard phosphoramidite chemistry, can be 

20 

ligated into a restriction enzyme site in the anticodon stem and loop of a gene encpduig a 
tRNA, which can then be transformed mto and expressed in a cell of interest by methods 
routine in the art. Preferably, an inducible promoter {e,g,, sl glucocorticoid or a tetracycline 
response element) is also introduced into this construct so that ribozyme expression can be 
selectively controlled. tDNA genes genes encoding tRNAs) are useful in this 

25 

apphcation because of their small size, high rate of transcription, and ubiquitous expression 
in different kinds of tissues. Therefore, ribozymes can be routinely designed to cleave 
virtually any mRNA sequence, and a cell can be routinely transformed with DNA coding 
for such ribozyme sequences such that a controllable and catalytically effective amount of 
the ribozyme is expressed. Accordingly the abundance of virtually any RNA species in a 

30 

cell can be perturbed. 

In another embodiment, activity of a target RNA (preferable mRNA) species, 
specifically its rate of translation, can be controllably inhibited by the controllable 
application of antisense nucleic acids. An "antisense" nucleic acid as used herein refers to a 
nucleic acid capable of hybridizing to a sequence-specific (e.g., non-poly A) portion of the 
target RNA, for example its translation initiation region, by virtue of some sequence 
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complementarity to a coding and/or non-coding region. The antisense nucleic acids of the 
invention can be oligonucleotides that are double-stranded or single-stranded, KNA or DNA 
or a modification or derivative thereof, which can be directly administered m a controllable 
mamier to a cell or which can be produced intracellularly by transcription of exogenous, 
introduced sequences in controllable quantities sufGcient to perturb translation of the target 
RNA. 

Preferably, antisense nucleic acids are of at least six nucleotides and are preferably 
oligonucleotides (ranging fi-om 6 to about 200 oligonucleotides). In specific aspects, the 
oligonucleotide is at least 10 nucleotides, at least 15 nucleotides, at least 100 nucleotides, or 
at least 200 nucleotides. The oligonucleotides can be DNA or KNA or chimeric mixtures or 
derivatives or modified versions thereof, single-stranded or double-stranded. The 
oligonucleotide can be modified at the base moiety, sugar moiety, or phosphate backbone. 
The oligonucleotide may include other appending groups such as peptides, or agents 
faciUtating transport across the cell membrane {see, e.g., Letsinger et al, 1989, Proc, Natl. 
Acad. Sci, U.S.A. 86: 6553-6556; Lemaitre et al, 1987, Proc. Natl. Acad. Sci, 84: 648-652; 
PCT Publication No. WO 88/09810, published December 15, 1988), hybridization-triggered 
cleavage agents {see, e.g., Krol et al, 1988, BioTechniques 6: 958-976) or intercalating 
agents {see, e.g., Zon, 1988, Phann. Res. 5: 539-549). 

In a preferred aspect of the invention, an antisense oligonucleotide is provided, 
preferably as single-stranded DNA The oligonucleotide may be modified at any position on 
its structure with constituents generally known in the art. 

The antisense oligonucleotides may comprise at least one modified base moiety 
which is selected firom the group including but not limited to 5-fluorouracil, 5-bromouracil, 
5-chlorouracil, 5-iodouracil, hypoxanthine, xanthine, 4-acetylcytosine, 
5-(carboxyhydroxyhnethyl) uracil, 5-carboxymethylaminomethyl-2-thiouridine, 
5-carboxymethylaminomethyluracil, dihydrouracil, beta-D-galactosylqueosine, inosine, 
N6-isopentenyladenine, 1-methylguanine, 1-methylinosine, 2,2-dimethylguanine, 
2-methyladmine, 2-methylguanine, 3-methylcytosine, 5-methylcytosine, N6-adenine, 
7-methylguanine, 5-methylaminomethyluracil, 5-methoxyaminomethyl-2-thiouracil, 
beta-D-maimosylqueosine, 5'-methoxycarboxymethyluracil, 5-methoxyuracil, 
2-methylthio-N6-isopentenyladenine, uracil-5-oxyacetic acid (v), wybutoxosine, 
pseudouracil, queosine, 2-thiocytosine, 5-methyl-2-thiouracil, 2-thiouracil, 4-thiouracil, 
5-methyluracil, uracil-5-oxyacetic acid methylester, uracil-5-oxyacetic acid (v), 
5-methyl-2-thiouracil, 3-(3-amino-3-N-2-carboxypropyl) uracil, (acp3)w, and 
2,6-diaminopxuine. 
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In another embodiment, the oligonucleotide comprises at least one modified sugar 
moiety selected from the group including, but not limited to, arabinose, 2-fluoroarabinose, 
xylulose, and hexose. 

In yet another embodiment, the oligonucleotide comprises at least one modified 
phosphate backbone selected firom the group consisting of a phosphorothioate, a 
phosphorodithioate, aphosphoramidothioate, aphosphoramidate, aphosphordiamidate, a 
methylphosphonate, an alkyl phosphotriester, and a formacetal or analog thereof. 

In yet another embodiment, the oligonucleotide is a 2-a-anomeric oligonucleotide. 
An a-anomeric oligonucleotide forms specific double-stranded hybrids with complementary 
RNA in which, contrary to the usual B-units, the strands run parallel to each other (Gautier 
et al, 1987, Nucl. Acids Res. 15: 6625-6641). 

The oligonucleotide may be conjugated to another molecule, eg., a peptide, 
hybridization triggered cross-linking agent, transport agent, hybridization-triggered 
cleavage agent, etc. 

The antisense nucleic acids of the invention comprise a sequence complementary to 
at least a portion of a target KNA species. However, absolute complementarity, although 
preferred, is not required. A sequence "complementary to at least a portion of an RNA," as 
referred to herein, means a sequence having sufficient complementarity to be able to 
hybridize with the RNA, forming a stable duplex; in the case of double-stranded antisense 
nucleic acids, a single strand of the duplex DNA may thus be tested, or triplex formation 
may be assayed. The ability to hybridize will depend on both the degree of 
complementarity and the length of the antisense nucleic acid. Generally, the longer the 
hybridizing nucleic acid, the more base mismatches with a target RNA it may contain and 
still form a stable duplex (or triplex, as the case may be). One skilled in the art C£in 
ascertain a tolerable degree of mismatch by use of standard procedures to determine the 
melting point of the hybridized complex. The amount of antisense nucleic acid that will be 
effective in the inhibiting translation of the target RNA can be determined by standard assay 
techniques. 

Oligonucleotides of the invention may be synthesized by standard methods known 
in the art, e.g. by use of an automated DNA synthesizer (such as are commercially available 
fi-om Biosearch, Applied Biosystems, etc.). As examples, phosphorothioate 
oligonucleotides may be synthesized by the method of Stein et al, (1988, Nucl. Acids Res. 
16: 3209), methylphosphonate oligonucleotides can be prepared by use of controlled pore 
glass polymer supports (Sarin et al., 1988, Proc. Natl. Acad. Sci. U.S.A. 85: 7448-7451), 
etc. In another embodiment, the oligonucleotide is a 2'-0-methylribonucleotxde (Moue et 
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aL, 1987, Nucl. Acids Res. 15: 6131-6148), or a chimeric RNA-DNA analog (Ihoue et al, 
1987, FEBS Lett. 215: 327-330). 

The synthesized antisense oligonucleotides can then be administered to a cell in a 
controlled manner. For example, the antisense oligonucleotides can be placed in the growth 
environment of the cell at controlled levels where they may be taken up by the cell. The 
uptake of the antisense oligonucleotides can be assisted by use of methods well known in 
the art. 

In an alternative embodiment, the antisense nucleic acids of the invention are 
controllably expressed intracellularly by transcription from an exogenous sequence. For 
example, a vector can be introduced in vivo such that it is taken up by a cell, within which 
cell the vector or a portion thereof is transcribed, producing an antisense nucleic acid (RNA) 
of the invention. Such a vector would contaia a sequence encoding the antisense nucleic 
acid. Such a vector can remain episomal or become chromosomally integrated, as long as it 
can be transcribed to produce the desired antisense RNA. Such vectors can be constructed 
by recombinant DNA technology methods standard in the art. Vectors can be plasmid, 
viral, or others known in the art, used for replication and expression in mammalian cells. 
Expression of the sequences encoding the antisense KNAs can be by any promoter known 
in the art to act in a cell of interest. Such promoters can be inducible or constitutive. Most 
preferably, promoters are controllable or inducible by the administration of an exogenous 
moiety in order to achieve controlled expression of the antisense oligonucleotide. Such 
controllable promoters include the Tet promoter. Less preferably usable promoters for 
mammalian cells include, but are not limited to: the SV40 early promoter region (Bemoist 
and Chambon, 1981, Nature 290: 304-310), the promoter contained in the 3' long tenninal 
repeat of Rous sarcoma virus (Yamamoto et al, 1980, Cell 22: 787-797), the herpes 
thymidine kinase promoter (Wagner et al, 1981, Proc. Natl. Acad. Sci. U.S.A. 78: 
1441-1445), the regulatory sequences of the metallothionein gene (Brinster et al, 1982, 
Nature 296: 39-42), etc. 

Therefore, antisense nucleic acids can be routinely designed to target virtually any 
mRNA sequence, and a cell can be routinely transformed with or exposed to nucleic acids 
codmg for such antisense sequences such that an effective and controllable amount of the 
antisense nucleic acid is expressed. Accordingly the translation of virtually any RNA 
species in a cell can be controllably perturbed. 

In still another embodiment, RNA aptamers can be introduced into or expressed in a 
cell. RNA £5)tamers are specific RNA ligands for proteins, such as for Tat and Rev RNA 
(Good et a/., 1997, Gene Therapy 4: 45-54) that can specifically inhibit their translation. 
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Post-transcriptional gene silencing (PTGS) or RNA interference (ElNAi) can also be 
used to modify RNA abundances (Guo et al,, 1995, Cell 81:611-620; Fire et al., 1998, 
Nature 391 :806"8 1 1). In RNAi, dsRNAs are injected into cells to specifically block 
expression of its homologous gene. In particular, in RNAi, both the sense strand and the 
anti-sense strand can inactivate the corresponding gene. It is suggested that the dsRNAs are 
cut by nuclease into 21-23 nucleotide fragments. These fragments hybridize to the 
homologous region of their corresponding mRNAs to form double-stranded segments 
which are degraded by nuclease (Grant, 1999, Cell 96;303-306; Tabara et al, 1999, Cell 
99:123-132; Zamore et al., 2000, Cell 101:25-33; Bass, 2000, Cell 101:235-238; Petcherski 
et al., 2000, Nature 405:364-368). Therefore, in one embodiment, one or more dsRNAs 
having sequences homologous to the sequences of one or more mRNAs whose abundances 
are to be modified are transfected into a cell or tissue sample. Any standard method for 
introducing nucleic acids into cells can be used. 



6. EXAMPLES 

The following examples are presented by way of illustration of the present 
invention, and are not intended to limit the present invention in any way. In particular, the 
examples presented herein below describe the analysis of the human Annexin VII gene and 
analysis of the exon expression states of human chromosome 22 in various different cell 
types. 

6.1. EXAMPLE 1: ALTERNATIVE SPLICING OF THE ANNEXIN Vn GENE 
Annexin VII gene is a member of the annexin family of calcium-dependent 
phospholipid binding proteins that contains 14 exons which are distributed over 34 kb of 
genomic DNA on human chromosome 10 (Bums et al, 1989, Proc. Natl Acad, Scl U.S.A. 
85:3798-3802). An alternatively spliced exon results in two mRNA transcripts of 2.0 kb 
and 2.4 kb, respectively, which have been shown to generate two protein isofonns differing 
in their N-terminal domain (Shirvan et al, 1994, Biochemistry, 33: 6888-6901). The 
alternative splicing event is tissue specific; the long foma of the mRNA is prevalent in 
brain, heart and skeletal muscle while the short form is present in lung and smooth muscle 
(Magendzo etal, 1991, The Journal of Biological ChemisUy, 266:3228-3232). In the long 
transcript all 14 exons are present while in the short transcript the 6* exon that encodes a 
unique 22 amino acids insert in the N-terminus of the protein is missing, 

A DNA array containing 25,000 different exon-specific 60-mers probes was 
designed to quantitatively monitor alternative spUcing for 10 human genes (Table 1). For 
the Annexin Vn gene, 706 different 60mer probes were tiled in 3 bp steps across the entire 
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2176 bp of the long version of the mRNA which contains all 14 exons (Accession Number 
NM_004034). The array also contained -2,000 control sequences which were synthesized 
around the perimeter and short diagonal stripes across the array. The sequence of the 
control probes synthesized around the perimeter of the array is (3-5'): 
CCTATGTGACTGGTCGATGCTACTA [SEQ ID N0:1]. The "DRIZZLE" control probes 
that are synthesized in diagonal stripes are made up of two sequences, alternating 
diagonally: 

(3'-5'):AACAGTATGAAGAGTACCAACCTATGTGACTGGTCGATGCTACTA [SEQ 
IDN0:2]and 

ATGCTACTA [SEQ ID N0:3]. Complementary oligonucleotides (5' end-labelled with 
Cy5 or Cy3) are spiked into the hybridization mix at 5 pM. The remaining 21,500 60-mers 
correspond to exon specific probes for 9 other human genes listed in Table 1. The array 
was synthesized on a 1 x 3 inch glass slide using ink-jet technology developed by Rosetta 
Inpharmatics (see, e.g., Blanchard& Friend, 1999 ^ Nat BiotechnoL 17:953). 

Table 1. List of genes represented on the 10-gene exon array 
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Gene Name 


Description 


Accession Number 


HUMMYOHCB 


Human nomnuscle myosin 
heavy chain-B (MYHIO) mKNA 


gi|641957|gb|M69181 


DYSTROPHIN 


muscular dystrophy, Duchenne 
and Becker types 


gi|5032282lrefp<M 004006. 
1 


PLECl 


Human plectin 


gi|1477645|gb|U53204.1|HS 
U53204 


Mysosin Light 


Mysosin Light Chain AlkaU 


M22919 


ANXA7 


Homo si^iens aimexin A7 


gi|4809278|reflNM 004034. 
1| 


HUMABLA 


Human c-abl gene 


gi|177942|gb|M14752.11 


HUMINTBIA 


Human integrin beta-1 subunit 


gill86500|gb|M34189,l 


HUMBBVR 


Hiunan 

CR2/CD21/C3d/Epstein-Barr 
virus receptor 


gi|181939|gb|M26004.1| 


ACHE 


Acetylcholinestetase 


gi|7710111|reflNM 015831. 

11 


ALAD 


erythroid transcript 


X64467 



Target polynucleotides were obtained by preparing total RNA from three different 

tissues: skeletal muscle (Stratagene, #780074), pulmonary artery smooth muscle • 
(Stratagene, #780066) and brain (Clontech, #64020-1). Poly-A4- RNA (mRNA) was 
isolated from each of the total RNA preparations and labeled using reverse transcription 
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primed with a mixture of random 9-mers and d(T>-20 primers. Specifically, 1.5 \ig of 
mRNA was mixed with 1.5 |xg of random 9-mers and 1.5 p.g of d(T)-20, and the mixture 
was incubated for 10 minutes at 70"C, 10 minutes at 4**C, and 10 minutes at 22**C. To this 
mixture was added 0.5 mM amino-allyl dUTP (Sigma A-0410), 0.5 mM dNTP, IxRT 

^ buffer, 5mM MgClz, 10 mM DTT, and 200 units Superscript (GibcoBRL), bringing the 
final reverse transcription reaction volume to 100 pil. This reverse transcription reaction 
was incubated for 10 minutes at 42°C, then the RNA was hydrolyzed by adding 20 nl 
EDTA+NaOH and incubating at 65°C for 20 minutes. The reaction was neutralized by 
adding 20 \il of IM Tris-HCl pH 7.6. The resulting amino-allyl labeled single-stranded 

jQ cDNA was purified using a Microcon-30 (Millipore, Bedford, Mass.). The purified cDNA 
firom the different tissues was coupled to either Cy3 or Cy5 dye using a Cy Dye™ kit 
(Amersham Pharaiacia, Piscataway, N.J., #Q15 108). Prior to analysis on the array, the 
appropriate Cy3 and Cy5 labeled samples were combined and added to 3 ml of 
hybridization solution, consisting of IM NaCl, 50 mM MES (pH 6.4), 0.50% Sarcosine^, 

J 2 and 30% fonnamide. The hybridization solution containing the combined samples was then 
placed in a plastic bag with the array and incubated for 12 hours at 42°C on a rotisserie to 
allow the labeled target polynucleotides to hybridize to the array. Following the 
hybridization step, the array was washed for 20 seconds at room temperature in a . beaker 
containing 50 ml of the hybridization solution, followed by an additional 20 second wash in 

2Q a low salt buffer (10 mM NaCI, 50 mM MES (pH 6.4), and 0.005% Sarcosine*^"*), then 
scanned using a GMS 418 scanner (Genetic Microsystems). FIG. 2 shows the scanned 
image (Cy-3 channel) of the 10 gene exon array hybridized with labeled RNA from smooth 
muscle. The region corresponding to the Annexin VII gene is shown and outlmed in the 
inset. The 60-mer probes representing the 6* exon position 495-561) have very low 

25 hybridization levels relative to the probes from the rest of the gene indicating that the exon 
is spliced out. FIG. 3 shows a quantitative analysis of the hybridization data for the 
Annexin VII mRNA imder three different conditions (skeletal muscle, smooth muscle, and 
brain). The data show that the long form of the Annexin Vn ntiRNA (all 14 exons) is highly 
expressed in skeletal muscle while the short fom (missmg exon 6) is highly expressed in 
smooth muscle. The third panel shows that a mixture ofthe two isoforms appears to be 
presmt in the brain sample. 

6.2. EXAMPLE 2: EXON EXPRESSION STATE OF fflUMAN CHROMOSOME 22 
The complete sequence of human chromosome 22 has recently been detemiined 
35 (Nature 1999 Dec 2;402(6761):489'95). The chromosome spans 33.4 megabases and 
contains at least 545 genes and 134 pseudogenes. In addition, a total of 8,183 exons have 
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been identified or predicted usmg a variety of gene prediction algorithms and experimental 
strategies and are available fiom http://www.sanger.ac.xik. 

To monitor the exon expression state of chromosome 22, a DNA array comprising 
60-mer probes for the 8,183 exons was designed and produced. For most exons, two 60- 
met probes were designed using an algorithm that takes into account binding energies, base 

^ composition, sequence complexity, cross-hybridization binding energies, and secondary 
structure (see. Friend et al., U.S. Patent Application Serial No. 09/561,487, fiQed April 28, 
2000; International Application No. PCT/USOO/10202, filed July 14, 2000). In some cases, 
e.g. exons shorter than 60 bp, only a single 60-mer probe was designed, e.g., by adding 
flanking sequences from adjacent exon or exons. A total of 1 5,5 1 1 60-mer probes were 
included in the DNA array to represent the 8,183 exons on human chromosome 22. These 
probes were synthesized on a 1 x 3 inch glass slide using ink-jet technology developed by 
RosettaInpharmatics(Blanchard& Friend, 1999, Nat BiotechnoL 17:953). The array 
fiirther contained ^-2,000 control sequences as described in Example 1 along with the 
15,51 1 exon specific 60-mers. Some of the exon specific probes were printed in duplicate 

^ ^ resultuig in a total number of 25,000 probes on the 1 x 3 inch glass slide. 

The exon expression state of chromosome 22 has been determined for a variety of 
different human tissues (see Table 2 below). For example, target polynucleotides were 
obtained by preparing total RNA fiom two cell lines, a human T lymphocyte cell line 
(Jurkat, ATCC # TIB-152) and a chronic myelogenous leukemia cell line (K562, ATCC 
#CCL-243), as described previously (Marton et al., 1998, Nat. Med. 4:1293-1301). Poly- 
A+ RNA (mRNA) was isolated from each cell line and labeled using reverse transcription 
primed with a mixture of random 9-mers and d(T)-20 primers as described in the previous 
section. The purified cDNA from the Jurkat cell line was coupled to Cy3 dye while the 
K562 sample was coupled to Cy5 dye using a Cy Dye™ kit (Amersham Pharmacia, 

25 

Piscataway,N.J., #Q15108). The coupled samples were combined and hybridized to the 
chromosome 22 exon array as described above. In such manner, mRNA samples from 
diverse human cell lines and normal and diseased tissues were fluorescently labeled and 
hybridized in pairs to 69 individual, chromosome 22 exon arrays. FIG. 4a shows the 
scanned image (Cy-3 channel) of the chromosome 22 exon array hybridized with labeled 

30 

RNA from a Jurkat cell line. The intensity data were analyzed using a correlation-based 
algorithm to assemble exons from local regions of gmomic sequence into gene groups. The 
upper panel (402) of Figure 4b shows a graphical display of the resulting ratio matrix across 
all 8,183 exons and 69 condition pairs. A gene identification algorithm was developed 1) to 
identify exons in a local neighborhood that are strongly correlated across condition pairs 

35 

and then 2) to extend such regions by incorporating other local exons with similar 
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expression behavior The resultant groups of co-regulated exons constitute both candidate 
genes and candidate transcripts. The lower four panels of Figure 4b are expanded regions 
of the chromosome 22 exon array that demonstrate the ability of our method to confirm the 
exons and structure of a known gene (403), to identify true positive and false positive exon 
predictions (404), to merge UniGene clusters into a single gene (405), and to authenticate 
^ ab initio gene predictions that are not supported by sequence similarity data (406), FIG. 5 
shows a graphical representation of the exon expression states of chromosome 22 for the 
two cell samples. 

10 



15 



20 



30 
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Table 2. List of the cell samples that have been tested on tibie chromosome 22 exon anay. 
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15 



20 
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CLONTECH POLY A RNA LIST 






# 


Cat# 


Sample 


Cell Line 


ATCC# 


1 


6571-1 


Human Poly A RNA -Adrenal Gland 






2 


6573-1 


Human Poly A KNA-Bone Marrow 






3 


6516-1 


Human Poly A RNA-Brain 






4 


^^T/l 1 


Human Poly A RNA-Bram, amygdala 






r 
J 


^icnc 1 

OD /D-l 


Human Poly A RNA-Brain, caudate nucleus 






O 


/^<.A1 1 


Human Poly A RNA-Brain, cerebellum 






n 

{ 


AKll 1 
OJ / /-i 


Human Poly A RNA-Brain, corpus callosum 






o 
o 


DDoU-1 


Human Poly A RNA-Brain, substantia nigra 






0 


/;^R0 1 
OOoZ-i 


Jtiuman roiy A kjn A-Bram, tnalamus 






1 n 


OjOO-1 


xiuman roiy a KJNA-L/Oiorectal 

Adenocarcinoma 


OXl7AO£\ 

oW4oO 


ATCC 

#CCL228 


11 


6525-1 


Human Poly A RNA-Fetal Brain 






12 


o5Zo-l 


Human Poly A RNA-Fetal Kidney 






13 


6527-1 


Human Poly A RNA-Fetal Liver 






14 


6528-1 


Human Polv A RNA-Fetal Lune 






15 


6533-1 


Human Poly A RNA-Heart 






16 


6522-1 


Human Poly A RNA-Hela Cell 






17 


6538-1 


Human Poly A RNA-Kidney 






18 


6532-1 


Human Poly A RNA-Leukemia, Chronic 
Myelogenous 


K-562 


ATCC 

#CCL243 




6587-1 


Human Poly A RNA-Leukemia, 
Lvmohoblastic 


MOLT-4 


ATCC 

#CRL1 582 


20 


6530-1 


Human Poly A RNA-Leukemia, 
Promvelocvtic 


HL-60 


ATCC 
#CCL240 


21 


6510-1 


Human Poly A RNA-Liver 






22 


6524-1 


Human Poly A RNA-Lung 






23 


6592-1 


Human Poly A RNA-Lung Carcinoma 


A549 


ATCC 


24 


6594-1 


Human Polv A RNA-Lvmnh Nnde 






25 


6531-1 


HuTTian Polv A RNA-T vmnVinmn T^nrlHtt'c 




ATPP 

#CCL213 


zo 


UJOO-1 


xiuman r oiy a jkjn A-i^rympnoma, JDunatt s 


Raji 


AlCC 
#CCL86 


27 


6591-1 


Human Poly A RNA-Melanoma 






28 


6539-1 


Human Poly A RNA-Pancreas 






29 


6584-1 


Human Poly A RNA-Pituitary Gland 






30 


6518-1 


Human Poly A RNA-Placenta 






31 


6546-1 


Human Poly A RNA-Prostate 






32 


6534-1 


Human Poly A RNA-Salivary Gland 
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34 


6547-1 


TTiiTnaTi Pnlv A T^'WA-StyijiII TTit**ctiTi#* 

XXlUilCUX X\Jiy JTX. IVL^xTL~011l£Hl IXlLCoLlllC 






35 


6593-1 


Human Polv A RNA-5>ninal Phord 






36 


6548-1 


Human Polv A KNA-^Stomach 






37 


6535-1 


Human Poly A RNA-Testes 






38 


6536-1 


Human Poly A RNA-Thymus 






39 


6570-1 


Human Poly A RNA-Thyroid 






40 


6549-1 


Human Poly A RNA-Trachea 






41 


6537-1 


Human Poly A RNA-Uteras 







6.3. EXAMPLE 3: WHOLE HUMAN GENOME EXON ARRAYS 
10 AND WHOLE HUMAN GENOME EXON SCAN 

Whole human genome exon arrays were designed based on a non-redundant subset 

of the 628,635 sequence elements that had been identified as potential exons by the 

Genscan program (Hubbard et al., 2000, Nature 403, 825) in the June 15, 2000 version of 

the Ensembl human genome annotation data set fhttp://www>ensembl.orgA . This subset 

1 5 consisted of 554,202 sequences. The subset is further reduced by repeat maskuig to a set of 
442,785 sequences. For each of the predicted exons, the top two 60-mers were selected 
using the algorithm as described supra. In some cases (e.g, exons shorter than 60 bases), it 
was only possible to select a single 60mer probe per exon. A set of 50 arrays containing a 
total of 1,090,408 60mer polynucleotide probes representing such 442,785 exons was 

20 designed and fabricated. Among the subset of exons, 88,374 exons are confirmed exons. 
For 78,486 of the confirmed exons representing 17,997 validated genes, the reverse- 
complement probes were also selected and placed next to the regular probes on the array as 
negative control probes. 

Fluorescently labeled cDNA from two cell Imes (lymphoblast and colorectal 

25 carcinoma) was hybridized to the arrays. Sample preparation is as described jw/7ra. Single 
channel exon detection methods were applied to those exons in which reverse-complement 
probes were designed. In fliese cases, the raw intensity measuranent for the FS probe and 
the corresponding raw intensity measurement for the RC probe were used in conjimction 
with the respective measurement errors to determine the significance of the FS probe 

3Q intensity, RC probes were used to control for non-specific cross hybridization, given the 
reverse complement of a DNA sequence has sequence complexity that is equivalent to the 
forward strand sequence with respect to a variety of measures (e.g., measures such as GC 
content and GC trend are invariant under the reverse complement). An exon was called 
present if the intensity difference between the FS probe and RC probe was significant in 

35 either the red or green channel, and if the FS probe intensity was significantly above 
background in the channel the difference was considered most significant. Ratio-based 
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exon detection methods and an alternative single channel detection method were applied 
whenever RC prohes did not exist. Error models used in this analysis to assess ratio 
significance were as descrihed m Hughes et al. The alternative single channel exon 
detection method consisted of computing the above-background significance for each piobe 
intensity corresponding to an exon, slightly corrected for errors estimated firom the FS/RC 
probe set. Of the 88,374 confirmed exons represented on the genome-wide exon arrays, 
78,486 had corresponding RC probes. To assess the rate of false positives expected in the 
single-chamiel assessments, we used a similar detection procedure to determine the number 
of RC probe intensity measurements that were significantly greater than the corresponding 
FS probe intensity. Our results indicate that the false positive rate of detection using the 
single channel method was approximately 5%. 

Analysis of fluorescence intensities permitted detection of 58% of the 78,486 exons 
comprising the set of Ensembl confirmed transcripts represented on the exon arrays. For 
55% of these genes, more than half of the component exons were detected despite the fact 
that only two experimental conditions were tested. For predicted exons that did not meet 
the Ensembl "confirmed" criteria, the firaction detected fell to 34%, The false positive rate 
for this analysis was estimated to be approximately 5% from an analysis of a set of negative 
control probes included on the arrays. In addition to this intensity-based analysis, the 
amount of differential regulation was also assessed for exons in confirmed and predicted 
groups, and was found to be 15% and 7%, respectively. However, none of the predicted 
exons can be ruled out since only two experimental conditions were tested. A summary of 
the result of the whole human genome scan is shown in Fig. 7. 



7. REFERENCES CITED 

All references cited herein are incorporated herein by reference in their entirety and 
for all purposes to the same extent as if each individual publication or patent or patent 
application was specifically and individually indicated to be incorporated by reference in its 
entirety for all purposes. 

Many modifications and variations of the present invention can be made without 
departing from its spirit and scope, as will be apparent to those skilled in the art. The 
specific embodiments described herein are offered by way of example only, and the 
invention is to be limited only by the terms of the upended claims along with the fiiU scope 
of equivalents to which such claims are entitied. 



35 
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WHAT IS CLAIMED IS : 

1 * A method for analyzing exon expression in a cell sample, comprising measuring the 
expression levels of a plurality of individual exons or multiexons in each of a plurality of 
different genes in the genome of an organism from which said cell sample is derived, 
wherein the measured expression level of each exon or multiexon is not averaged with the 
^ measured expression level of one or more different exons or multiexons in the same gene; 
thereby analyzing the exon expression of said cell sample. 

2. The method of claim 1, wherein said measured expression levels are used to determine a 
distinguishing structural characteristic of an expressed variant for each of one or more of 
said exons or multiexons. 

3. The method of claim 2, wherein the structural characteristic of said expressed variant for 
each of one or more of said exons or multiexons is determined by determining the length of 
said expressed variant. 

15 

4. The method of claim 1 , wherein said plurality of individual exons or multiexons consists 
of at least 3 different exons or multiexons. 

5. The method of claim 1, wherein said plurality of individual exons or multiexons consists 

20 

of at least 5 diflFerent exons or multiexons. 

6. The method of claim 1, wherein said plurality of mdividual exons or multiexons consists 
of at least two different exons. 

25 

7. The method of claim 1, 4, 5 or 6, wherein said plurality of different genes consists of at 
least 100 different genes. 

8. The method of claim 1, 4, 5 or 6, wherein said plurality of different genes consists of at 
least 1,000 different genes. 

30 

9. The method of claim 1, 4, 5 or 6, wherein said plurality of different genes consists of at 
least 10,000 different genes. 

1 0. The metihod of claim 1 , wherein said measuring is performed by a method comprising 
"'^ (a) contacting a positionally-addressable array of polynucleotide probes with a 
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sample comprising RNAs or nucleic acids derived therefrom from said cell 
sample imder conditions conducive to hybridization between said probes and 
said RNAs or nucleic acids, wherein said array comprises a plurality of 
polynucleotide probes of different nucleotide sequences bound to different 
regions of a support, each of said different nucleotide sequences comprising 
a sequence complementary and hybridizable to a sequence in a dififerent exon 
or multiexon of said cell sample; and 
(b) measuring hybridization between said probes and said RNAs or nucleic 
acids. 

1 1 . The method of claim 1 0, wherein said plurality of individual exons or multiexons 
consists of at least 3 different exons. 



12. The method of claim 10, wherein said plurahty of individual exons or multiexons 
consists of at least 5 different exons. 

15 

13. The method of claim 10, 1 1 or 12, wherein said plurality of dififerent genes consists of 
at least 1,000 different genes. 

14. The method of claim 10, wherem said plurality of polynucleotide probes consists of at 

20 

least 100 dififerent polynucleotide probes. 

15. The method of claim 10, wherein said pliirality of polynucleotide probes consists of at 
least 1 ,000 dififerent polynucleotide probes. 

25 

16. The method of claim 10, wherein said plurality of polynucleotide probes consists of at 
least 10,000 different polynucleotide probes. 

17. The method of claim 10, wherein said plurality of polynucleotide probes is in the range 
of 1,000 to 50,000 different polynucleotide probes. 

30 

18. The method of claim 10, wherein said positionally-addressable array has in the range of 
100 to 1,000 dififerent polynucleotide probes per 1 cm^. 

19. The method of claim 10, wherein said positionaUy-addressable array has in the range of 

35 

1,000 to 1 0,000 dififerent polynucleotide probes per 1 cm^ 
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20. The method of claim 10, wherein said positionally-addressable array has in the range of 
10,000 to 50,000 diflEerent polynucleotide probes per 1 cm^. 

21. The method of claim 10, wherein said positionally-addressable array has more than 
50,000 different polynucleotide probes per 1 cm^ 

5 

22. The method of claim 10, wherein each of said different nucleotide sequences consists 
of 10 to 1,000 nucleotides. 

23. The method of claim 10, wherein each of said different nucleotide sequences consists 
of 15 to 600 nucleotides, 

24. The method of claun 10, wherein each of said different nucleotide sequences consists 
of 15 to 200 nucleotides. 

^ ^ 25 . The method of claim 1 0, wherein each of said different nucleotide sequences consists 
of 20 to 100 nucleotides. 

26. The method of claim 10, whereia each of said different nucleotide sequences consists 
of 40 to 80 nucleotides. 

20 

27. The method of claim 10, wherein each of said different nucleotide sequences consists 
of 60 nucleotides. 

28. The method of claim 10, wherein at least one probe in said pluraUty of probes contains, 

25 

in addition to said sequence complementary and hybridizable to a different exon or 
multiexon, linker sequences. 

29. The method of claim 28, wherein said linker sequence comprises a linker sequence 
between said sequence complementary and hybridizable to a different exon or multiexon 

OA 

and said support. 

30. The method of claim 10, wherein said sequence is complementary to the sequence of a 
full length exon. 

35 

31. The method of claim 10, wherein at least one of said plurality of polynucleotide probes 
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comprises a nucleotide sequence complementary and hybridizable to a multiexon. 

32. The method of claim 31, wherein the nucleotide sequence of said at least one 
polynucleotide probe is complementary to a sequence spaiming the splice junction between 
different exons in said multiexon. 

5 

33. The method of claim 31, wherein said sequence is complementary to a sequence 
comprising a full length exon flanked by sequences from adjacent exon or exons in said 
multiexon. 

34. The method of claim 10, wherein said array of polynucleotide probes further comprises 
control polynucleotide probes comprising sequences complementary and hybridizable to 
different introns of said plurality of genes in the genome of said organism. 



15 



20 



25 



30 



35 



35. The method of claim 1 or 10, wherein said expression levels are measured as 
continuous variables. 

36. The method of claim 35, wherein said e>qpression levels are measured as continuous 
variables and represented as absolute abimdance. 

37. A method for analyzing exon expression of a cell sample, comprising measuring the 
expression levels of all individual exons or multiexons in each of a plurality of different 
genes in the genome of an organism from which said cell sample is derived, thereby 
analyzing the exon expression of said cell sample. 

38. A method for determiniug the presence or absence of alternatively spliced mKNAs for a 
plurality of genes in a cell sample, comprising 

(a) measuring the expression levels of a plurality of individual exons or 
multiexons in each of apluraUty of different genes in the genome of an 
organism from which said cell sample is derived, wherein said plurahty of 
exons is sufficient to distinguish a plurahty of alternative splicing pathways; 
and 

(b) determining the presence or absence of alternatively spUced mRNAs in said 
sample based on said measured expression levels. 

39. The method of claim 37 or 38, wherein said plurality of different genes is 5 to 10 
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different genes. 

40. The method of claim 37 or 38, wherein said plurality of different genes is 10 to 100 
different genes. 

^ 41. The method of claim 37 or 38, wherein said plurality of different genes is 1 00 to 1,000 
different genes. 

42. The method of claim 37 or 38, wherein said pluraUty of different genes is 1,000 to 
10,000 different genes. 

10 

43. The method of claim 37 or 38, wherein said pluraUty of different genes is more than 
10,000 different genes. 

44. The method of claims 37 or 38, wherein said measuring is performed by a method 
compnsmg 

(a) contacting a positionally-addressable array of polynucleotide probes with a 
sample comprising RNAs or nucleic acids derived therefrom from said cell 
sample under conditions conducive to hybridization between said probes and 
said RNAs or nucleic acids, wherein said array comprises a pluraUty of 

20 

polynucleotide probes of different nucleotide sequences bound to different 
regions of a support, each of said different nucleotide sequences comprising 
a sequence complementary and hybridizable to a sequence m a different exon 
or multiexon of said cell sample; and 

(b) measuring hybridization between said probes and said RNAs or nucleic 
acids. 

45. The method of claim 1,10, 37, or 38, wherein said organism is a human. 

46. The method of claim 1, 10, 37, or 38, wherein said organism is a plant. 

30 

47. A method for determining the exon expression state of a cell sample, comprising: 

(a) measuring the expression levels of a pluraUty of mdividual exons or 
multiexons in each of a pluraUty of different genes in the genome of an 
organism from which said ceU sample is derived; and 

35 

(b) representing the exon expression state of said cell sample as a collection of 
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individual values of said measured expression level for each exon or 
multiexon in said plurality of individual exons or multiexons; thereby 
determining the exon expression state of said cell sample. 

48. A method for determining the exon expression state of a chromosome of an organism in 
a cell sample, comprisiag: 

(a) measuring the expression levels of a plurality of individual exons or 
multiexons m each of a plurality of different genes in said chromosome; and 

(b) representing the exon expression state of said chromosome as a collection of 
individual values of said measured expression level for each exon or 
multiexon in said plurality of individual exons or multiexons; thereby 
determining the exon expression state of said chromosome of said cell 
sample. 



49. The method of claim 48, wherein said chromosome is human chromosome 22. 

15 

50. The method of claim 47, wherein said plurality of individual exons or multiexons 
consists of at least 3 different exons or multiexons. 

5 1 . The method of claim 47, wherein said plurality of individual exons or multiexons 

20 

consists of at least 5 different exons or multiexons. 

52. The mefliod of claim 47, wherein said plurality of individual exons or multiexons 
consists of at least two different exons. 

25 

53. The method of claim 47, 50, 51 or 52, wherein said plurality of different genes consists 
of at least 100 different genes. 

54. The method of claim 47, 50, 51 or 52, wherein said plurality of different genes consists 
of at least 1,000 different genes. 

30 

55. The method of claim 47, 50, 51 or 52, wherein said plurality of different genes consists 
of at least 10,000 different genes, 

56. The method of claim 47, wherein said measuring is performed by a method comprising 

(a) contacting a positionally-addressable array of polynucleotide probes with a 
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sample comprising RNAs or nucleic acids derived tiierefrom from said cell 
sample mider conditions conducive to hybridization betwe^ said probes and 
said RNAs or nucleic acids, wherein said array comprises a plurality of 
polynucleotide probes of different nucleotide sequences bound to different 
regions of a support, each of said different nucleotide sequences comprising 
^ a sequence complementary and hybridizable to a sequence in a different exon 

or multiexon of said cell sample; and 
(b) measuring hybridization between said probes and said RNAs or nucleic 
acids. 

^ ^ 57. The method of claim 56, wherein said plurality of individual exons or multiexons 
consists of at least 3 different exons, 

58. The method of claim 56, wherein said pluraUty of individual exons or multiexons 
consists of at least 5 different exons. 

15 

59. The method of claim 56, 57 or 58, wherein said pluraUty of different genes consists of 
at least 1,000 different genes. 

60. The method of claim 56, wherein said plurality of polynucleotide probes consists of at 

20 

least 100 dififCTent polynucleotide probes. 



61 . The method of claim 56, wherein said plurality of polynucleotide probes consists of at 
least 1,000 different polynucleotide probes. 

62. The method of claim 56, wherein said plurality of polynucleotide probes consists of at 
least 10,000 different polynucleotide probes. 



63. The method of claim 56, wherein said plurality of polynucleotide probes is in the range 
of 1,000 to 50,000 different polynucleotide probes. 

30 

64. The method of claim 56, wherein said positionally-addressable array has in the range of 
100 to 1,000 different polynucleotide probes per 1 cm^. 

65. The metiiod of claim 56, wherein said positionally-addressable array has in the range of 
1 ,000 to 1 0,000 different polynucleotide probes per 1 cm^. 
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66. The method of claim 56, wherein said positionally-addressable array has in the range of 
10,000 to 50,000 different polynucleotide probes per 1 cm^. 

67. The method of claim 56, wherein said positionally-addressable array has more than 
50,000 different polynucleotide probes per 1 cml 

5 

68. The method of claim 56, wherein each of said different nucleotide sequences consists 
of 10 to 1,000 nucleotides. 

69. The method of claim 56, wherein each of said different nucleotide sequences consists 
of 15 to 600 nucleotides. 

70. The method of claim 56, wherein each of said different nucleotide sequences consists 
of 15 to 200 nucleotides. 

^ ^ 71. The method of claim 56, wherein each of said different nucleotide sequences consists 
of 20 to 100 nucleotides. 

72. The method of claim 56, wherein each of said different nucleotide sequences consists 
of40 to 80 nucleotides. 

20 

73. The method of claim 56, wherein each of said different nucleotide sequences consists 
of 60 nucleotides. 

74. The method of claim 56, wherein at least one probe in said plurality of probes contains, 
in addition to said sequence complementary and hybridizable to a different exon or 
multiexon, linker sequences. 

75. The method of claim 74, wherein said leading sequence comprises a spacer sequence 
between said sequence complementary and hybridizable to a diflFerent exon or multiexon 

30 

and said support. 

76. The method of any of claim 56, wherein said sequence is complementary to the 
sequence of a full length exon. 

35 

77. The metiiod of any of claim 56, wherein at least one of said plurality of polynucleotide 
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probes comprises a nucleotide sequence complementary and hybridizable to a multiexon, 

78. The method of claim 77, wherein the nucleotide sequence of said at least one 
polynucleotide probe is complementary to a sequence spanning the splice junction between 
different exons in said multiexon. 

79. The method of claim 77, wherein said sequence is complementary to a sequence 
comprising a full length exon flanked by sequences from adjacent exon or exons in said 
multiexon. 

80. The method of claim 56, wherein said array of polynucleotide probes further comprises 
control polynucleotide probes comprising sequences complementary and hybridizable to 
different introns of said plurality of genes in the genome of said organism. 

8 1 . The method of claim 47 or 56, wherein said expression levels are measured as 
continuous variables. 

82. The method of claim 81, wherein said expression levels are measured as continuous 
variables and represented as absolute abimdance. 

83 . A method for determining the exon expression state of a cell sample, comprising 

(a) contacting a positionally-addressable array of polynucleotide probes with a 
sample comprising RNAs or nucleic acids derived therefrom from said cell 
sample under conditions conducive to hybridization between said probes and 
said RNAs or nucleic acids, wherein said array comprises a plurality of 
polynucleotide probes of different nucleotide sequences boimd to different 
regions of a support, each of said different nucleotide sequences comprising 
a sequence complementary and hybridizable to a sequence in a different exon 
or multiexon in the genome of an organism from which said cell sample is 
derived, wherein said different exons or multiexons comprise a plurality of 
individual exons or multiexons of each of a plurality of different genes in the 
genome of said organism, and wherein said array does not comprise a second 
plurality of polynucleotide probes that do not comprise a sequence 
complementary and hybridizable to said genome of said organism, said 
second plurality being of equal or greater number than said first plurality; 
and 
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(b) measuring hybridization between said probes and said RNAs or nucleic 
acids. 

84. A method for determining the exon expression state of a cell sample, comprising 

(a) contacting a positionally-addressable array of polynucleotide probes with a 
sample comprising KNAs or nucleic acids derived therefrom from said cell 
sample under conditions conducive to hybridization between said probes and 
said RNAs or nucleic acids, wherein said array comprises a plurality of 
polynucleotide probes of different nucleotide sequences bound to different 
regions of a support, each of said different nucleotide sequences comprising 
a sequence designed to be complementary and hybridizable to a sequence in 
a different exon or multiexon in the genome of an organism from which said 
cell sample is derived, wherein said different exons or multiexons comprise a 
plurality of exons or multiexons in each of a pluraKty of different genes in 
the genome of said organism; and 

(b) measuring hybridization between said probes and said RNAs or nucleic 
acids. 



85. The method of claim 47, further comprising determining the exon content of different 
mRNA transcripts of each of the plurality of genes based on said measured expression 
levels; thereby determming the transcriptional state of said cell sample. 

86. The method of claim 1, 10, 47 or 83, wherein said cell sample has been subjected to a 
perturbation. 

87. The method of claim 86, wherein said organism is a human. 



88. The method of claim 86, wherein said organism is a plant. 

89. The method of claim 86, further comprising comparing the expression levels of at least 
a portion of said pliuraUty of individual exons or multiexons in said cell sample having been 
subjected to said perturbation with the expression level of said portion of said plurahty of 
mdividual exons or multiexons in a cell sample of the same type not having been subjected 
to said perturbation. 

90. The method of claim 89, wherein said comparing comprises detemiining the difference 
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between flie expression level of each exon or multiexon in said portion of said plurality of 
individual exons or multiexons in said cell sample having been subjected to said 
perturbation and the expression level of the corresponding exons or multiexons in said cell 
sample of tihe same type not having been subjected to said perturbation. 

91. An array comprising a positionally-addressable array of polynucleotide probes bound to 
a support, said polynucleotide probes comprising a plurality of polynucleotide probes of 
different nucleotide sequences bound to different regions of said support, each of said 
different nucleotide sequences comprising a sequence complementary and hybridizable to a 
sequence in a different exon or multiexon in the genome of an organism, wherein said 
different exons or multiexons comprise a plurality of individual exons or multiexons of each 
of a plurality of different genes in the genome of said organism, and wherein said 
polynucleotide probes comprise junction specific probes. 

92. The array of claim 91 wherein said plurality of polynucleotide probes are bound to said 
support covalently at the 3* or 5' end of each polynucleotide probe. 

93. An array comprising a positionally-addressable array of polynucleotide probes bound to 
a support, said polynucleotide probes comprising a plurality of polynucleotide probes of 
different nucleotide sequences, each of said different nucleotide sequences comprising a 
sequence designed to be complementary and hybridizable to a sequence in a different exon 
or multiexon in the genome of an organism, wherein said different exons or multiexons 
comprise a plurality of individual exons or multiexons of each of a plurality of different 
genes in the genome of said organism. 

94. The array of claim 93 wherein said plurality of polynucleotide probes are bound to said 
support covalently at the 3* or 5' end of each polynucleotide probe. 

95. An array comprising a positionally-addressable array of polynucleotide probes bound to 
a support, said polynucleotide probes comprising a plurality of polynucleotide probes of 
diflFerent nucleotide sequences, each of said different nucleotide sequences comprising a 
sequence complementary and hybridizable to a sequence in a different exon or multiexon in 
a plurality of genes in the genome of an organism, wherein said different exons or 
multiexons comprise a plurality of individual exons or multiexons of each of a plurality of 
different genes in the genome of said organism, wherein the plurality of diflFerent exons or 
multiexons for each of said different genes comprises a set of exons that is sufiScient to 



-81- 



wo 02/16650 



PCTAJSOl/26541 



distinguish a plurality of alternative splicing pathways. 

96. The array of claim 95 wherein said plurality of polynucleotide probes are bound to said 
support covalently at the 3' or 5' end of each polynucleotide probe. 

^ 97. The array of any of claims 91-96, said polynucleotide probes comprising a set of 
successive overlapping probes spanning the longest known or predicted variant of an exoa 

98. The array of any of claims 91-96, said polynucleotide probes comprising a set of 
junction specific probes, each said junction specific probe being specifically hybridizable to 

^ ^ a different junction region in a different variant of said exon. 

99. The array of claim 98, said polynucleotide probes fiurther comprising exon specific 
probes specifically hybridizable to common sequences among a plurality of variants of an 
exon. 

15 

100. The array of claim 91, wherein said different exons or multiexons consists of at least 3 
different exons or multiexons. 

101. The array of claim 91, wherein said different exons or multiexons consists of at least 5 

20 

different exons or multiexons. 

102. The array of any of claim 91, wherein said different exons or multiexons consists of at 
least 2 different exons. 

103. The array of any of claims 91-96 and 100-102, wherein said plurality of different genes 
consists of at least 100 genes. 

104. The array of any of claims 91-96 and 100-102, wherein said plurality of different genes 
consists of 100 to 1,000 genes. 

30 

105. The array of any of claims 91-96 and 100-102, wherein said plurality of different genes 
consists of 1,000 to 10,000 genes. 

106. The array of any of claims 91-96 and 100-102, wherein said plurality of different genes 
consists of 10,000 to 50,000 genes. 



-82- 



wo 02/16650 



PCTAJSOl/26541 



107. The array of any of claims 91-96 and 100-102, wherein said plurality of different genes 
consists of more than 50,000 genes. 

108. The array of any of claims 91-96, wherein said positionally-addressable array has in 
the range of 100 to 1,000 different polynucleotide probes per 1 cm^. 

5 

109. The array of any of claims 91-96, wherein said positionally-addressable array has in 
the range of 1,000 to 10,000 different polynucleotide probes per 1 cm^. 

110. The array of any of claims 91-96, wherein said positionally-addressable array has in 
the range of 10,000 to 50,000 different polynucleotide probes per 1 cm^. 

111. The array of any of claims 91-96, wherein said positionally-addressable array has more 
than 50,000 different polynucleotide probes per 1 cm^. 

112. The array of any of claims 91-96, wherein each of said different nucleotide sequences 
consists of 10 to 1,000 nucleotides. 

1 13. The array of any of claims 91-96, wherein each of said diflferent nucleotide sequences 
consists of 15 to 600 nucleotides. 

20 

1 14. The array of any of claims 91-96, wherein each of said different nucleotide sequences 
consists of 15 to 200 nucleotides. 

115. The array of any of claims 91-96, wherein each of said diflferent nucleotide sequences 

25 

consists of 20 to 100 nucleotides. 

116. The array of any of claims 91-96, wherein each of said diflferent nucleotide sequences 
consists of 40 to 80 nucleotides. 

30 

117. The array of any of claims 91-96, wherein each of said diflferent nucleotide sequences 
consists of 60 nucleotides. 

1 18. The array of any of claims 91-96, wherein at least one probe in said pluraUty of probes 
contains, in addition to said sequence complementary and hybridizable to a different exon 

35 

or multiexon, linker sequences. 
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119. The array of claiin 118, wherein said leading sequence comprises a spacer sequence 
between said sequence complementary and hybridizable to a different exon or multiexon 
and said support. 

120. The array of any of claims 91-96, wherein said sequence is complementary to the 
sequence of a full length exon. 

121. The array of any of claims 91-96, wherem at least one of said plurality of 
polynucleotide probes comprises a nucleotide sequence complementary and hybridizable to 
a multiexon. 

122. The array of claim 121, wherein the nucleotide sequence of said at least one 
polynucleotide probe is complementary to a sequence spanning the splice junction between 
diflFerent exons in said multiexon. 

123. The array of claim 121, wherein said sequence is complementary to a sequence 
comprising a full length exon flanked by sequences from adjacent exon or exons in said 
multiexon. 

124. The array of any of claims 91-96, wherein said array of polynucleotide probes fiirther 
comprises control polynucleotide probes comprising sequences complementary and 
hybridizable to different introns of said plurality of genes in the genome of said organism. 

125. The array of any of claims 91-96, further comprising a sample comprising a population 
of cellular RNA or nucleic acids derived therefrom on the surface of said support such that 
said sample is in contact with said polynucleotide probes, under conditions conducive to 
hybridization between said population and said polynucleotide probe. 

126. The array of claim 125, wherein said population is labeled. 

127. The array of claim 125, wherein said population comprises nucleic acids of at least 
10,000 different sequences. 



128. An array comprising a positionally-addressable array of polynucleotide probes bound 
to a support, said polynucleotide probes comprising a plurality of polynucleotide probes of 
different nucleotide sequences, each of said different nucleotide sequences comprising a 
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sequence designed to be complementary and hybridizable to a sequence spanning the 
junction region of a multiexon in the genome of an organism. 

129. A set of positionally-addressable arrays of polynucleotide probes, said set in total 
comprising for each of all known or predicted exons or multiexons in the genome of an 
organism at least one polynucleotide probe comprising a sequence complementary and 
hybridizable to a sequence in only one of said exons or multiexons. 



130. The set of arrays of claim 129, comprising for each of said known or predicted exon in 
the genome of said organism two polynucleotide probes each comprising a different 
sequence complementary and hybridizable to a sequence in only one of said exons or 
multiexons. 



131. The set of arrays of claim 129 or 130, wherein said organism is human. 

132. The set of arrays of claim 1^9 or 130, wherein said organism is a plant. 

133. The set of arrays of claim 129 or 130, wherein said organism is a fimgus, 



134. A method for preparing an array of polynucleotide probes comprising synthesizing a 
plurality of polynucleotide probes of different nucleotide sequences on a support, wherem 

polynucleotide probes of diflferent sequence are synthesized at different regions on 
said support so as to form a positionally-addressable array; 

each of said plurality of polynucleotide probes comprises a sequence complementary 
and hybridizable to a sequence in a different exon or multiexon in the genome of an 
organism, wherein said different exons or multiexons comprise a plurality of individual 
exons or multiexons of each of a plurality of different genes in the genome of said 
organism; and 

said array does not comprise a second plurality of polynucleotide probes that do not 
comprise a sequence complementary and hybridizable to said genome of said organism, 
said second pluraUty being of equal or greater number than said first plurality. 



135. A method for preparing an array of polynucleotide probes comprising depositing a 
plurality of polynucleotide probes on a support, wherein 

polynucleotide probes of different sequence are deposited at different regions on 
said support so as to form a positionally-addressable array; 



-85- 



wo 02/16650 



PCTAJSOl/26541 



each of said plurality of polynucleotide probes comprises a sequence complementary 
and hybridizable to a sequence in a different exon or multiexon in the genome of an 
organism, wherein said different exons or multiexons comprise a plurality of individual 
exons or multiexons of each of a plurality of different genes in the genome of said 
organism; and 

said array does not comprise a second plurality of polynucleotide probes that do not 
comprise a sequence complementary and hybridizable to said genome of said organism, 
said second pluraUty being of equal or greater number than said first pluraUty, 



136. A method for preparing an array of polynucleotide probes comprising synthesizing a 
plmrality of polynucleotide probes of different nucleotide sequence on a support, wherein 

polynucleotide sequences of different sequences are synthesized at different regions 
on said support so as to form a positionally-addressable array; and 

each of said plurahty of probes comprises a sequence designed to be complementary 
and hybridizable to a sequence in a different exon or multiexon in flie genome of an 
organism, wherein said different exons or multiexons comprise a plurality of individual 
exons or multiexons of each of a plurality of different genes in the genome of said 
organism. 



137. A metiiod for preparing an array of polynucleotide probes comprising depositing a 
plurality of polynucleotide probes of different nucleotide sequences on a support, wherein 

polynucleotide probes of different sequence are deposited at different regions on 
said support so as to form a positionally addressable array; and 

each of said plurality of probes comprises a sequence designed to be complementary 
and hybridizable to a sequence in a different exon or multiexon in the genome of an 
organism, wherein said different exons or multiexons comprise a plurality of individual 
exons or multiexons of each of a pluraUty of different genes in the genome of said 
organism. 



138. A method for determining the relative level of expression of individual exons in a 
gene, for a plurality of different genes, in a cell sample, comprising 

(a) measuring for a pluraUty of genes in said cell sample the expression level of 
at least a first exon and a second exon in the same gene; and 

(b) comparing said measured expression level of said first exon to the expression 
level of said second exon or the measured expression levels of more than one 
exon in said same gene, for each of said pluraUty of genes. 
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139. The method of claim 138, wherein said plurality of different genes consists of at least 
100 different genes. 

140. The method of claim 138, wherein said plurality of different genes consists of at least 
1,000 different genes. 

141. The method of claim 138, wherein said plurality of different genes consists of at least 
10,000 different genes. 

142. The method of claim 138, wherein in step (a), the expression levels of at least 3 exons 
in said same gene are measured. 

143. The method any one of claims 138-142, further comprising expressing said measxired 
expression level as a ratio of said measured expression level of said furst exon to the 
measured expression level of said second exon or the measured expression levels of more 
than one exon in said same gene. 



144. The method of any one of claims 138-142, whereui said measuring is performed by a 
method comprising 

(a) contacting a positionally-addressable array of polynucleotide probes with a 
sample comprising RNAs or nucleic acids derived therefrom from said cell 
sample under conditions conducive to hybridization between said probes and 
said RNAs or nucleic acids, wherein said array comprises a plurality of 
polynucleotide probes of different nucleotide sequences bound to different 
regions of a support, each of said different nucleotide sequences comprising 
a sequence complementary and hybridizable to a sequence in a different exon 
or multiexon of said cell sample; and 

(b) measuring hybridization between said probes and said RNAs or nucleic 
. acids. 

145. The method of claim 144, further comprising expressing said measured expression 
level as a ratio of said measured expression level of said first exon to the measured 
expression level of said second exon or the measured expression levels of more than one 
exon in said same gene. 

146. A method for detecting altemative splicing between two cell samples of a species of an 



-87- 



wo 02/16650 



PCT/USOl/26541 



organism, comprising 

(a) measuring in a fbrst cell sample of said species the expression levels of a 
plurality of individual exons or multiexons in each of a plurality of different 
genes; 

(b) measuring in a second cell sample of said species the expression levels of 
said plurality of individual exons or multiexons in each of said plurality of 
different genes; and 

(c) comparing the measured expression level of each exon or multiexon in said 
first cell sample to the measured expression level of the same exon or 
multiexon in said second cell sample to identify differences in the expression 
levels of one or more exons or multiexons, wherein said identified 
differences indicates alternative splicings between said first and second cell 
samples. 



147. The method of claim 146, wherein said plurality of individual exons or multiexons in 
each of said plurality of different genes consists of at least 3 different exons or multiexons. 

148. The method of claim 146, wherein said plurality of individual exons or multiexons in 
each of said plurality of different genes consists of at least 5 different exons or multiexons. 

20 

149. The method of claim 146, wherein said plurality of individual exons or multiexons in 
each of said plurality of different genes consists of a plurality of individual exons. 

150. The method of claim 146, wherein said plurality of individual exons or multiexons in 
each of said plurality of different genes comprises all exons in each gene. 

25 

151. A method for analyzing the transcriptional state of a cell sample, comprising 
measuring the expression level of each of a plurality of different mRNAs expressed by said 
cell sample; and determining the exon content of said different mRNAs based on said 
measured expression levels. 

30 

152. The method of claim 151 , wherein said plurality of different mRNAs consists of more 
than 10 different mRNA transcripts. 

153. The method of claim 151, wherem said plurality of different mRNAs consists of more 
than 100 different mRNA transcripts. 
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154. The method of clahn 151, wherein said plurality of different roRNAs consists of more 
than 1,000 different mRNA transcripts. 

155. The mettiod of claim 151, wherein said plurality of different mKNAs consists of at 
least 10,000 different mRNAs. 

156. The method of claim 151, wherein said plurality of different mRNAs cojosisfs of at 
least 50,000 different mRNAs. 

157. The method of claim 1, wherein said measuring is performed by a method comprising 

(a) contacting a positionally-addressable array of polynucleotide probes with a 
sample comprising RNAs or nucleic acids derived therefrom from said cell 
sample under conditions conducive to hybridization between said probes and 
said RNAs or nucleic acids, wherein said array comprises a plurality of 
polynucleotide probes of different nucleotide sequences bound to different 
regions of a support, each of said different nucleotide sequences comprising 
a sequence complementary and hybridizable to a sequence in a different exon 
or multiexon in the genome of an organism from which said cell sample is 
derived; and 

(b) measuring hybridization between said probes and said RNAs or nucleic 
acids. 

158. The method of claim 157, wherein said plurality of individual exons or multiexons 
consists of at least 3 different exons. 

159. The method of claim 157, wherein said plurality of individual exons or multiexons 
consists of at least 5 different exons. 

160. The method of claim 157, 158 or 159, wherein said pluraUty of different genes consists 

of at least 1,000 different genes. 
30 

161. The method of claim 157, wherein said plurahty of polynucleotide probes consists of 
at least 100 different polynucleotide probes. 

162. The method of claim 157, wherein said pluraUty of polynucleotide probes consists of 
atleast 1,000 different polynucleotide probes. 



10 



15 



20 



-89- 



wo 02/16650 



PCT/USOl/26541 



163. The method of claim 157, wherein said plurality of polynucleotide probes consists of 
at least 1 0,000 difTerent polynucleotide probes. 

164. The method of claim 157, wherein said plurality of polynucleotide probes is in the 
range of 1,000 to 50,000 different polynucleotide probes. 

165. The method of claim 157, wherein said positionally-addressable array has in the range 
of 1 00 to 1 ,000 different polynucleotide probes per 1 cml 

166. The method of claim 157, wherein said positionally-addressable array has in the range 
of 1,000 to 10,000 different polynucleotide probes per 1 cm^ 

167. The method of claim 157, wherein said positionally-addressable array has in the range 
of 1 0,000 to 50,000 different polynucleotide probes per 1 cm^ 

15 

168. The method of claim 157, wherein said positionally-addressable array has more than 
50,000 different polynucleotide probes per 1 cm^. 

169. The method of claim 157, wherein each of said different nucleotide sequences consists 
of 10 to 1,000 nucleotides. 

20 

170. The method of claim 157, wherein each of said different nucleotide sequences consists 
of 15 to 600 nucleotides. 

171. The method of claim 157, wherein each of said different nucleotide sequences consists 
of 15 to 200 nucleotides. 

172. The method of claim 157, wherein each of said different nucleotide sequences consists 
of 20 to 100 nucleotides. 

30 

173. The method of claim 157, wherein each of said different nucleotide sequences consists 
of 40 to 80 nucleotides. 

174. The method of claim 157, wherein each of said different nucleotide sequences consists 
of 60 nucleotides. 

35 
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175. The method of claim 157, wherein at least one probe in said plurality of piobes 
contains, in addition to said sequence complementary and hybridizable to a different exon 
or multiexon, linker sequences. 

176. The method of claim 175, wherein said linker sequence comprises a spacer sequence 
^ between said sequence complementary and hybridizable to a different exon or multiexon 

and said support. 

177. The method of claim 157, wherein said sequence is complementary to the sequence of 
a full length exon. 

10 

178. The method of claim 157, wherein at least one of said plurality of polynucleotide 
probes comprises a nucleotide sequence complementary and hybridizable to a multiexon. 

179. The method of claim 178, wherein the nucleotide sequence of said at least one 

^ ^ polynucleotide probe is complementary to a sequence spanning the splice junction between 
different exons in said multiexon. 

180. The method of claim 178, wherein said sequence is complementary to a sequence 
comprising a full length exon flanked by sequences firom adjacent exon or exons in said 
multiexon. 

181. The method of claim 157, wherein said array of polynucleotide probes further 
comprises control polynucleotide probes comprising sequences complementary and 
hybridizable to different introns of said plurality of genes in the genome of said organism. 

25 

182. The method of claim 151 or 157, wherein said expression levels are measured as 
continuous variables. 

183. The method of claim 182, wherein said expression levels are measured as continuous 

30 

variables and represented as absolute abundance. 

184. The method of claim 83 or 151, wherein said cell sample is a human cell sarhple. 

185. The method of claim 83 or 151, wherein said cell sample is a plant cell sample. 

35 



-91- 



wo 02/16650 



PCT/USOl/26541 



1 86. A method for determining the effect of a perturbation on KNA splicing pathways in a 
gene, for a plurality of different genes, in a species of an organism, comprising 

(a) measuring for a plurality of genes the egression levels of a plurality of 

individual exons or multiexons in a first cell sample firom said species^ said 
first cell sample having been subjected to said perturbation; and . 
^ (b) comparing said measured expression levels of said plurality of individual 

exons or multiexons in said first cell sample to the respective ejqpression 
levels of said plurality of individual exons or multiexons in a second cell 
sample fi-om said species, for each of said plurality of genes, said second cell 
sample not having been subjected to said perturbation, thereby determining 
the effect of said perturbation on said RNA splicing pathways, 

187. The method of claim 1 86, wherein said plurality of different genes consists of at least 
100 different genes. 

188. The method of claim 186, whereui said plurality of different genes consists of at least 
1,000 different genes. 

189. The method of claim 186, wherein said plurality of dififerent genes consists of at least 
10,000 different genes. 

20 

190. The method of claim 186, wherein in step (a), the expression levels of at least 3 exons 
in said same gene are measured. 



191. The method any one of claims 186-190, fiirther comprising expressing said measured 
expression level as a ratio of said measured expression level of said plurality of individual 
exons in said first cell sample to the measured expression level of said plurality of 
individual exons in said second cell sample. 

192. The method of any one of claims 186-190, wherein said measuring is performed by a 
method comprising 

(a) contacting a positionally-addressable array of polynucleotide probes with a 
sample comprising RNAs or nucleic acids derived therefirom firom said cell 
sample under conditions conducive to hybridization between said probes and 
said RNAs or nucleic acids, wherein said array comprises a plurality of 
polynucleotide probes of different nucleotide sequences bound to different 
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regions of a support, each of said different nucleotide sequences comprising 
a sequence complementary and hybridizable to a different exon or multiexon 
of said cell sample; and 
(b) measuring hybridization between said probes and said RNAs or nucleic 
acids. 

5 

193. The method of claim 192, further comprising expressing said measured expression 
level as a ratio of said measured expression level of each of said exons or multiexons in said 
first cell sample to the measured expression level of corresponding exons or multiexons in 
said second cell sample. 

10 

194. The method of claim 186 further comprising, prior to said comparing step, a.step of 
measuring for said plurality of genes the expression levels of said plurality of individual 
exons or multiexons in said second cell sample. 

1 95. The method of claim 1 86 wherein said measured expression levels of said plurality of 
individual exons or multiexons in said second cell sample is stored in a database on a 
computer, said database comprising a plurality of measured expression levels of said 
plurality of individual exons or multiexons m a plurality of cell samples, each cell sample 
having been subjected to a different perturbation. 

20 

196. The method of claim 195 wherein said comparing step is computer-implemented. 



197. A computer system for determining the relative level of expression of individual exons 
in a gene for a plurality of different genes of an organism, said computer system 
* comprising: 

one or more processor units; and 

one or more memory units connected to said one or more processor units, 
said one or more memory units containing one or more programs which caxise said one or 
more processor units to execute steps of: 
^ (a) receiving a data stmcture of measured expression levels of more than one 

individual exon or multiexon in each of a plurahty of different genes of an 
organism; 

(b) comparing said measured expression level of a first exon or multiexon to the 
measured expression level of a second exon or multiexon in the same gene, 
or to the measured expression levels of more than one other exon or 
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multiexon in said same gene, for each of said plurality of genes to determine 

differences between said levels; and 
(c) displaying said differences; 
wherein said differences are a measure of flie relative level of expression between individual 
exons or multiexons in a gene. 

198, A computer system for determining alternative splicing between two cell samples of a 
species of organism, said computer system comprising: 

one or more processor imits; and 

one or more memory units connected to said one or more processor units, 
said one or more memory units containing one or more programs which cause said one or 
more processor units to execute steps of: 

(a) receiving a first data structure of measured expression levels of a plurality of 
individual exons or multiexons in a plurality of genes of a first cell sample of 
said species of organism and a second data structure of measured expression 
levels of said plurality of individual exons or multiexons in said plurality of 
genes of a second cell sample of said species; and 

(b) comparing said measured expression levels of said plurality of individual 
exons or multiexons hi said plurality of genes of said first cell sample to said 
measured expression levels of said plurality of individual exons or 
multiexons in said plurality of genes of said second cell sample to determine 
differences between said levels; 

wherein the differences in the measured e}q>ression levels of said plurality of individual 
exons or multiexons in said plurality of genes between said first and second cell samples 
detennine alternative spKcing between said first and second cell samples, 

199. A computer system for determining alternative splicing between two cell samples of a 
species of organism, said computer syston comprising: 

one or more processor units; and 

one or more memory units connected to said one or more processor units, 
said one or more memory units containing one or more programs which cause said one or 
more processor units to execute steps of: 

(a) receiving a first data structure of measured expression levels of a plurality of 
individual exons or multiexons in a pluraUty of genes of a fiist cell sample of 
said species of organism; 

(b) retrieving fi-om a database a second data structure of measured expression 
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levels of said plurality of individual exons or multiexons in said plurality of 
genes of a second cell sample of said species; and 
(c) comparing said measured expression levels of said plurality of individual 

exons or multiexons in said plurality of genes of said first cell sanq)le to said 
measured expression levels of said plurality of individual exons or 
multiexons in said plurality of genes of said second cell sample to determine 
differences between said levels; 
wherein the differences in the measured expression levels of said plurality of individual 
exons or multiexons in said plurality of genes between said first and second cell samples 
determine alternative splicing between said first and second cell samples. 

200. The computer system of claun 199, further comprising one or more storage media 
storing said database. 

201 . A database contained on a computer readable medium, said database comprising 

^ ^ information representing expression levels for a plurality of individual exons or multiexons 
in each of a plurality of genes in the genome of an organism, wherein said expression levels 
are each indexed witti the identity of said respective individual exon or multiexon. 



10 



20 



25 



30 



35 



202. A method for selecting polynucleotide probes for preparation of an array for exon 
profiling, comprising 

(a) selecting a plurality of different nucleotide sequences complementary to each 
exon or multiexon of a plurality of different exons or multiexons in each of a 
plurality of different genes in the genome of an organism; 

(b) identifying polynucleotide probes in a plurality of polynucleotide probes 
comprising said selected plurality of different nucleotide sequences, that 
hybridize to their respective target nucleic acid with a specificity above a 
threshold specificity level; 

(c) ranking the identified polynucleotide probes according to the sensitivity with 
which each identified polynucleotide probe hybridizes to its respective target 
nucleic acid; and 

(d) selecting one or more different polynucleotide probes from the ranked 
polynucleotide probes for each exon or multiexon of said plurality of exons 
or multiexons. 

203. The method of claim 202, further comprising synthesizing said selected polynucleotide 
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probes on the surface of a support, wherein each probe having a distinct sequence is 
attached to a predefined region on said surface of said support. 

204. The method of claim 202, further comprismg attaching said selected polynucleotide 
probes to the surface of a support, wherein each probe having a distinct sequence is attached 

^ to a predefined region on said surface of said support. 

205. A method for identifying differences in exon or multiexon expression levels that are 
indicative of alternative splicing among a plurality of samples, comprising comparing the 
measured expression level of each of a plurality of exons or multiexons in each cell sample 
of said plurality of cell samples to the measured expression level of the same exon or 
multiexon in another, different cell sample of said plurality of cell samples to identify 
differences in the expression levels of one or more exons or multiexons, wherein said 
identified differences indicate alternative splicings between the two cell samples. 

^ ^ 206. The method of claim 205, wherein the expression levels of one or more exons or 
multiexons in at least one cell sample in said plurality is stored in a database. 

207. The method of claim 205 or 206, wherein said plurality of cell samples consists of 10 
different cell samples. 

20 

208. The method of claim 205 or 206, wherein said plurality of cell samples consists of 25 
different cell samples. 

209. The method of claim 205 or 206, wherem said plurality of cell samples consists of 50 

25 

different cell samples. 

210. The method of claim 205 or 206, wherem said pluraUty of cell samples consists of 100 
different cell samples. 

30 

21 1 . The method of claim 205 or 206, wherein said plurality of cell samples consists of 
1,000 different cell samples. 

212. The method of claim 1, 10, 37, 38, 47, 83 or 151, wherein said organism is a fungus. 

35 

213. The method of claim 86, wherem said organism is a fungus. 
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402 •-8,000 exons covering 33 MB region of Human Chromosome 22 




403 



404 



405 



406 

Figure 4b 



wo 02/16650 



6/8 



PCT/USOl/26541 





CO <D CN 
O O O O 

A11SU81U1 I I9UUBL10 



CO <q ^ CN o 
o o c> o 



wo 02/16650 



7/8 



PCT/USOl/26541 




wo 02/16650 



8/8 



PCT/USOl/26541 



7a 




75 Chromosome Size (Mb) 



Predicted Exons 



Confimned Exons 



(OaOLlliULLlU 



nil 1 1 II 1)11 • 



•Mill I I illiU M, 



Mill I 



aODCMIII) 

{cnHMina 

OfflODDD) 

omdM^ 



annm 

CEDODOI^ 
flODDOD) 
(HDHD 
ODHDI 
{DUD 

(ao} 

(SM3 

am 



30^00 



40^00 



lflS«H4«tfJ[uhowi 33% 
ymiMakmftmxg^ 35% 

t«a.>»;ux«H 35%' 





79% 




D 41% 



Figure 7 



(12) INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(19) World Intellectual Property Organization 

International Bureau 

(43) International Publication Date 
28 February 2002 (28.02.2002) 




(10) International Publication Number 

PCX wo 02/016650 A3 



(51) International Patent Classification^: Ci2Q 1/68, 
G06F 19/00, BOIJ 19/00 

(21) International Application Number: PCT/USOl/26541 

(22) International Filing Date: 24 August 2001 (24.08.2001) 



(25) Filing Language: 



(26) Publication Language: 



English 



English 



(30) Priority Data: 
60/227,902 
60/227,966 
09/724.538 



25 August 2000 (25.08.2000) US 
25 August 2000 (25.08.2000) US 
28 November 2000 (28.1 1.2000) US 



(71) Applicant (for all designated States except US): 
ROSETTA INPHARMATICS, INC. [US/US]; 12040 
115th Avenue N.E., KirWand, WA 98034 (US). 

(72) Inventors; and 

(75) Inventors/Applicants (for US only): SHOEMAKER, 
Daniel, D. [US/US]; 14316 106th Avenue N.E., Bothell, 
WA 98011 (US). SCHERER, Stewart [US/US]; 3938 
Paseo Grande, Moraga, CA 95556 (US). FRIEND, 
Stephen, H. [US/US]; 2653 Cascadia Avenue S, Seattle, 
WA 98144 (US). 



(74) Agents: ANTLER, Adriane,M.etal.;Pennie& Edmonds 
LLP, 1155 Avenue of the Americas. New York. NY 10036 
(US). 

(81) Designated States (national): AE, AG, AL, AM, AT, AU, 

AZ, BA, BB, BG, BR, BY, BZ, CA, CH, ON, CO, CR, CU, 
CZ, DE, DK, DM. DZ, EC. EE, ES. H, GB, GD, GE, GH, 
GM, HR, HU, ID, IL, IN, IS, JP, KE. KG, KP. KR. KZ. LC, 
LK, LR, LS, LT, LU, LV. MA, MD, MG, MK, MN, MW, 
MX, MZ. NO, NZ, PH. PL, PT. RO, RU, SD. SE, SG. SI. 
SK, SL. TJ, TM, TR, TT, TZ. UA, UG, US, UZ. VN, YU, 
ZA,ZW. 

(84) Designated States (regional): ARIPO patent (GH, GM, 
KE, LS. MW, MZ, SD, SL. SZ, TZ. UG, ZW). Eurasian 
patent (AM, AZ, BY. KG. KZ. MD. RU, TJ. TM). European 
patent (AT, BE, CH, CY, DE, DK, ES, H. FR, GB, GR, IE, 
IT, LU, MC. NL, PT. SE, TR), OAPI patent (BP, BJ, CP, 
CG, CI, CM. GA. GN. GQ, GW, ML. MR, NE, SN, TD. 
TG). 

Published: 

— with international search report 

(88) Date of publication of the international search report: 

7 August 2003 

For two-letter codes and other abbreviations, refer to the "Guid- 
ance Notes on Codes and Abbreviations" appearing at the begin- 
ning of each regular issue of the PCT Gazette. 



IT) 



O 



(54) Title: COMPOSITIONS AND METHODS FOR EXON PROFILING 

(57) Abstract: The present invention provides methods for analyzing exon expression profiles of a cell or type of cell. In the in- 
vention, the expression levels of a plurality of individual exons or multiexons for each of a plurality of genes in the genome of an 
organism are measured and analyzed to determine the biological state, such as the exon expression state or transcriptional state, of 
the cell or type of cell. The methods of die invention are useful for determination of alternative RNA splicing in a plurality of genes. 
The invention also provides nucleic acid probe arrays for determining in parallel the expression levels of a plurality of exons or 
multiexons for each of a plurality of genes in the genome of an organism. Such nucleic acid arrays comprise pol)mucleotide probes 
complementary and hybridizable to sequences in individual exons or multiexons. Methods for designing and making such nucleic 
acid probe arrays are also provided. The invention further provides methods for determining the effects of perturbations, such as 
perturbations by drugs, on exon expression and alternative RNA splicing pathways. 



INTERNATIONAL SEARCH REPORT 


intl^Pional Application No 

PCT/US 01/26541 


A. CUSSinCATIONOFjSUBJECTMATTER 

IPC 7 C12Q1/68 G06F19/00 B01J19/00 






According to International Patent Classification (IPC) or to both national classlflcallon and IPC 






B. FIELDS SEARCHED 


Minimum documentation searched (classification system foQowad by classincatlon symbols) 


Documentation searched other than minimum documentation to the extent that such documents are included In the fields searched 


Efedronic data base consulted during the International search (name of data base and, where pradlcal, search terms used) 

BIOSIS, EPO-Internal , MEDLINE, CHEM ABS Data, EMBASE, PAJ, WPI Data 


0. DOCUMENTS CONSIDERED TO BE RELEVANT 


Category " 


Citation of document, with indication, where appropriate, of the relevant passages 


Relevant to daim No. 


X 


JAIN K K: "Biotechnological applications 
of lab-Chips and microarrays" 
TRENDS IN BIOTECHNOLOGY, ELSEVIER, 
AMSTERDAM, NL, 

vol. 18, no. 7, 1 July 2000 (2000-07-01), 
pages 278-280, XP004213275 
ISSN: 0167-7799 
the whole document 




91-137 


X 


HUGHES TIMOTHY R ET AL: "Functional 
discovery via a compendium of expression 
profiles." 
CELL, 

vol. 102, no. 1, 7 July 2000 (2000-07-07), 
pages 109-126, XP002225641 
ISSN: 0092-8674 
the whole document 

. ^ -/-- 




37. 

39-46, 
151-196 


^ Further documents are listed in the continuation of box C. 


[y 1 Patent family members are listed 


in annex. 


Special categories of cited documents 

*A' document defining the general state of the art which Is not 
oonsidsred to be of particular relevance 

'E' earlierdocument but published on or after the International 
filing date 

'L* document which may throw doubts on priority cla{m(s) or 
which is cited to establish the publication date of another 
citation or other special reason (as specified) 

*0« document referring to an oral disclosure, use, exhibition or 
other means 

*P* document published prior to the International filing date but 
later than the priority date claimed 


T later document published after the International fitlng dale 
or priority date and not in conflict with the application but 
cited to understand the principle or theory underlying the 
Invention 

X document of particular relevance; the claimed invention 
cannot be considered novel or cannot be considered to 
Involve an Inventive step when the document b taken alone 

'Y* document ot particular relevance; the claimed invention 
cannot be considered to Involve an inventive step when the 
document is cond^lned with one or more other such docu- 
ments, such oomblnallon being obvfous to a person sMDed 
in the art. 

'&* document member of the same patent family 


Date of the actual completion of the Internallonal search 


Date of mailing of the Inlemational search report 


18 December 2002 


13/01/2003 




Name and mailing address of the ISA 

European Patent Office, P.B. 5818 Patentlaan 2 
NL-2280HVRi]swlik 
Tel (+31-70) 340-2040, Tx. 31 651 epo nf, 
Fax: (+31-70) 340-3016 


Authorized officer 

Pllat, 


D 





Form PCTASA/210 (sacond sheet) (July 1992) 



page 1 of 3 



INTERNATIONAL SEARCH REPORT 



Intel^lonal Application No 

PCT/US 01/26541 



C.(ContInuaUon) DOCUMENTS CONSIDERED TO BE RELEVANT 


Category * 


Cttallon of documenl, with Indicatlon.whare appropriate, of the relevant passages 


Relevant to claim No. 


P.X 


WO 01 57252 A (AEOMICA INC) 
9 August 2001 (2001-08-09) 
the whole document 


1-213 


p y 


variant from DNA chip expression data." 
GENOME RESEARCH, 

vol. 11, no. 7, July 2001 (2001-07), pages 
1237-1245, XP002225643 
ISSN: 1088-9051 
the whole document 




P.X 


SHOEMAKER D D ET AL: "Experimental 

annrt+a'Hrtn fs-f Human nonnmo iicHnn 
aniiULaLIUil UT tiic ilUIIIall ycilUllJc Uolliy 

microarray technology." 
NATURE (LONDON), 

vol. 409, no. 6822, 2001, pages 922-927, 
XP002225599 
ISSN: 0028-0836 
the whole document 


1-213 


P.X 


MIKI R ET AL: "Delineating developmental 
and metabolic pathways in vivo by 
expression profiling using the RIKEN set 
of 18,816 full-length enriched mouse cDNA 
arrays." 

PROCEEDINGS OF THE NATIONAL ACADEMY OF 

QPTPMPF^ flF THP IIMTTPn ^TATP^ OP AMPRTTA 

UNITED STATES 27 FEB 2001, 
vol. 98, no. 5, 

27 February 2001 (2001-02-27), pages 
2199-2204, XP002225642 
ISSN: 0027-8424 
the whole document 


151-185 


A 


ME60NIGAL MAUREEN D ET AL: "Panhandle PCR 
for cDNA: A rapid method for isolation of 
MLL fusion transcripts involving unknown 
partner genes." 

PROCEEDINGS OF THE NATIONAL ACADEMY OF 
crTCwrcQ np tup iimttph ctatpc 

vol . 97, no, 17, 

15 August 2000 (2000-08-15), pages 

9597-9602, XP002225644 

August 15, 2000 

ISSN: 0027-8424 

abstract 




A 


MIRONOV ANDREY A ET AL: "Frequent 
alternative splicing of human genes." 
GENOME RESEARCH, 

vol. 9, no. 12, December 1999 (1999-12), 
pages 1288-1293, XP002225645 
ISSN: 1088-9051 

-/„ 





Foim PCT/ISA/210 (conUnuatlon ol second sheet) (July 1992) 



page 2 of 3 



INTERNATIONAL SEARCH REPORT 



InSRational Application No 

PCT/US 01/26541 



C^Contlnuatlon) DOCUMENTS CONSIDERED TO BE RELEVANT 



Categoiy * Citation of document, with lndication»where appropriate, of the relevant passages 



Relevant to claim t^lo. 



ALPHEY L: "PCR-based method Isolation of 
full-length clones and spUce variants 
from cDNA libraries" 

BIOTECHNIQUES, EATON PUBLISHING, NATICK, 
US, 

vol. 22, 1997, pages 481-482,484,486, 

XP002087172 

ISSN: 0736-6205 

MODREK BARMAK ET AL: "A genomic view of 

alternative splicing." 

NATURE GENETICS. UNITED STATES OAN 2002, 

vol. 30, no. 1, January 2002 (2002-01), 

pages 13-19, XP002225646 

ISSN: 1061-4036 



Fomi PCT/ISMZ10 (contlnualian ol saoond shsaQ (July 1892) 



page 3 of 3 



INTERNATIONAL SEARCH REPORT 



Intemattonal application No. 
PCI/US 01/26541 



Box I Observations where certain claims were found unsearchable (Continuation of item 1 of first sheet) 



Tills International Search Report has not been established In respect of certain claims under Article 17(2)(a) for the following reasons: 

1. Claims l^s.: 201 

because they relate to subject matter not required to be searched by this Authority, namely: 

Rule 39.1(v) PCT - Presentation of Information 



1 I Claims Nos.: 

because they relate to parts of the international Application that do not comply with the prescribed requirements to such 
an extent that no meaningful International Search can be carried out, specifically: 



3. I I Claims Nos.; 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 



Box II Observations where unity of Invention is lacking (Continuation of Item 2 of first sheet) 



This International Searching Authority found multiple inventions in this International application, as follows: 



1 . I I As ail required additional search fdes were timely paid by the applicant, this International Search Report covers all 
^ — I searchable dalms. 



2. As all searchable claims could be searched without effort Justifying an additional fee, this Authority did not Invite payment 

— of any additional fee. 



3. I I As only some of the required additional search fees were timely paid by the applicant, this internaUonai Search Report 
I — ■ covers only those claims for which fees were paid, specifically claims Nos.: 



4. n No required additional search fees were timely paid by the applicant Consequently, this International Search Report Is 
restricted to the Invention first mentbned In the claims; It Is covered by claims Nos.: 



Remark on Protest | | The additional search fees were accompanied by the applicanrs protest, 

I [ No protest accompanied the payment of additional search fees. 



Form PCT/ISA/210 (continuation of firet sheet (1)) (July 1998) 



INTERNATIONAL SEARCH REPORT 

Inrormation on patent ramlly members 



lAppficaUonNo 

PCT/US 01/26541 



Patent document 
cited In search report 



Publication 
date 



Patent family 
member(s) 


Publication 
date 


Al 1 

AU 


oOo/oOl 


A 


14-08-2001 


All 

AU 


30o79Ul 


A 


14-08-2001 


All 

AU 


3088001 


A 


14-08-2001 


All 

AU 


0AOO1 Al 

3088101 


A 


14-08-2001 


All 

AU 


oOooZOl 


A 

A 


14-08-2001 


AM 
AU 


30oo301 


A 

A 


14-08-2001 


All 

AU 


O O^C "7 A1 

32/5701 


A 


14-08-2001 


All 

AU 


007COA1 

o2/b8Ul 


A 

A 


20-11-2001 


Ail 

AU 


3275901 


A 

A 


14-08-2001 


Al 1 

AU 


327o001 


A 

A 


14-08-2001 


All 

AU 


001 1 ^A1 

3311401 


A 

A 


14-08-2001 


All 

AU 


3obo901 


A 


14-08-2001 


All 
AU 


D343201 


A 

A 


11-12-2001 


Alt 

AU 


9295701 


A 

A 


02-04-2002 


r^D 

UD 


23D1238 


A D 

A ,B 


17-10-2001 


Gd 


2373500 


A 

A 


25-09-2002 


GB 


OO^il AAA 

2374929 


A 

A 


30-10-2002 


GB 


2375539 


A 


20-11-2002 


GB 


00"7C1 "I i 

2375111 


A 

A 


06-11-2002 


D 

GB 


00"7 >1 A"70 

2374872 


A 

A 


30-10-2002 


GB 


2376018 


A 


04-12-2002 


GB 


2376237 


A 


11-12-2002 


wO 


0157270 


A2 


09-08-2001 


1 m 

WO 


0157271 


A2 


09-08-2001 


1 lA 


Aim 0"T o 

0157272 


A2 


09-08-2001 


wo 


A ^ n A"TO 

0157273 


A2 


09-08-2001 


wo 


A 1 A f A A O 

0186003 


A 

A2 


15-11-2001 


wo 


0157274 


A O 

A2 


09-08-2001 


wo 


0157275 


A O 

A2 


09-08-2001 


WO 


0157275 


AO 

A2 


09-08-2001 


i*in 
WU 


UlO/2// 


AO 

A2 


09-08-2001 


WO 


Al C707Q 


AO 

A2 


09-08-2001 


WU 


UlD/£Ol 


AO 

A2 


09-08-2001 


MO 


m c*7oco 
Olb/icbZ 


AO 

A2 


09-08-2001 


WO 


0192524 


AO 

A2 


06-12-2001 


lie 
Ub 


OAnOAOl CAA 

2002081590 


A 1 

Al 


27-06-2002 


HQ 




Al 

Ai 


25-04-2002 


us 


2002048800 


Al 


25-04-2002 


us 


2002123474 


Al 


05-09-2002 


GB 


2360284 


A ,B 


19-09-2001 


EP 


1158049 


Al 


28-11-2001 


US 


2002102252 


Al 


01-08-2002 


AU 


9481201 


A 


08-04-2002 


WO 


0226818 


A2 


04-04-2002 


US 


2002169295 


Al 


14-11-2002 



WO 0157252 



09-08-2001 



F(iimPCT/ISA/2to (patent laniiyann«)VuV19ee) 



